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INDUCTION OF CTL RESPONSES TO FOREIGN 
ANTIGENS EXPRESSED IN MYCOBACTERIA 

This invention relates to the induction of a T-cell 
response, in particular a cytotoxic T lymphocyte response. More 
particularly, this invention relates to the induction of CTL 
responses to proteins or polypeptides expressed by recombinant 
mycobacteria. 

Cell-mediated immunity (or CMI) of infections is thought to 
be a major line of defense against certain infections, such as 
viral infections and certain bacterial infections. For example, 
CMI may be significant in the development of an effective vaccine 
against human immunodeficiency virus (HIV), or AIDS virus, 
because HIV vaccines and/or therapies based on the generation of 
passive transfer of HIV-specific antibody in the absence of 
cell-mediated immunity have not yielded consistent protection in 
primates challenged with the HIV virus. Thus, interest has 
turned to the induction of cell-mediated responses to various 
infections, such as for example, HIV infection, and to the 
identification of proteins or polypeptides that a stimulate a 
cytotoxic T lymphocyte response, and to methods of administering 
such proteins or polypeptides. 

In accordance with an aspect of the present invention, there 
is provided a method of inducing a CTL response in an animal 
comprising administering to the animal mycobacteria transformed 
with at least one DNA sequence which encodes a protein or peptide 
or fragment or derivative thereof which includes an epitope which 
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is recognized by cytotoxic T lymphocytes. The mycobacteria are 
administered in an amount effective to induce a CTL response in 
an animal. 

Proteins or polypeptides for which the at least one DNA 
sequence may encode, include, but are not limited to, 
Mycobacterium leprae antigens; Mycobacterium tuberculosis 
antigens; Rickettsia antigens; Chlamydia antigens; Coxiella 
antigens; malaria sporozoite and merozoite proteins, such as the 
circumsporozoite protein from Plasmodium berqhei sporozoites; 
Clostridium antigens; Leiahmania antigens; Salmonella antigens; 
Mycobacterium af ricanum antigens; Mycobacterium intracellular 
antigens; Mycobacterium avium antigens; E. coli antigens; Borrelia 
antigens; Listeria antigens; Franciacella antigens; Yersinia 
antigens; Treponema antigens; Schis to stoma antigens; Filaria 
antigens; Pneumococcus antigens; Staphylococcus antigens; Herpefe 
virus antigens; influenza and parainfluenza virus antigens; 
measles virus antigens; mumps virus antigens; hepatitis virus 
antigens; Shigella antigens; Bordatella antigens; Hemophilus 
antigens; Streptococcus antigens; polio virus antigens; Rift 
Valley Fever virus antigens; dengue virus antigens; Human 
Immunodeficiency Virus (HIV) antigens; and respiratory syncytial 
virus (RSV) antigens. 

In one embodiment, the at least one DNA sequence encodes at 
least one protein or polypeptide or fragment or derivative 
thereof which includes an eptiope which is recognized by 
cytotoxic T lymphocytes induced by an HIV protein or fragment or 
derivative "thereof. The at least one DNA sequence may encode an 
HIV protein or fragment or derivative thereof. HIV proteins or 
polypeptides which may be encoded by the at least one DNA 
sequence includes but are not limited to, HIV-I-gp 120; HIV-I-gp 
41; HIV-I-gp 160; HIV-I-pol; HIV-I-nef; HIV-I-tat; HIV-I-rev; 
HIV-I-vif; HIV-I-vpr; HIV-I-vpu; HIV-I-gag; HIV-2-gp 120; 
HIV-2-gp 160; HIV-2-gp 41; HIV-2-gag; HIV-2-pol; HIV-2-nef; 
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HlV-2-tat; HIV-2-rev; HIV-2-vif; HIV-2-vpr; HIV-2-vpu; and 
HIV-2-vpx. 

Mycobacteria which may be transformed with the at least one 
DNA sequence, which encodes a protein or polypeptide or fragment 
or derivative thereof which includes an epitope which is 
recognized by cytotoxic T lymphocytes, include, but are not 
limited to, Mycobact erium bovis -BCG. M.smeomatig . M. avium . 
M.phlei, M.fortiutum. M.lufu . M. paratuberculosis , M.habana , 
M.scrofalaceum, and M. intrac ellulare . In a preferred embodiment, 
the mycobacterium is M.bovis -BCO or a mutant thereof. 

The at least one DNA sequence may be contained within an 
expression vector, which is transformed into a mycobacterium, 
whereby the mycobacterium expresses the protein or polypeptide or 
fragment or derivative thereof which includes an epitope which is 
recognized by cytotoxic T lymphocytes. 

The expression vector may be, for example, a temperate 
shuttle phasmid or a bacterial-mycobacterial shuttle plasmid. 
Each of these vectors may be used to introduce the at least one 
DNA sequence encoding a protein or polypeptide or fragment or 
derivative which includes an epitope which is recognized by 
cytotoxic T lymphocytes, stably into mycobacteria, in which the 
at least one DNA sequence may be expressed. When a shuttle 
phasmid, which replicates as a plasmid in bacteria and a phage in 
mycobactreia, is employed, integration of the phasmid, which 
includes the at least one DNA sequence encoding a protein or 
polypeptide, or fragment or derivative thereof, which includes an 
epitope which is recognized by cytotoxic T lymphocytes, into the 
mycobacterial chromosome occurs through site-specific 
integration. The at least one DNA sequence which encodes a 
protein or polypeptide or fragment or derivative thereof, which 
includes an epitope which is recognized by cytotoxic 
T lymphocytes, is replicated as part of the chromosomal DNA. When 
a bacterial-mycobacterial shuttle plasmid is employed, the at 
least one DNA sequence which encodes a protein or polypeptide or 
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fragment or derivative thereof, which includes an epitope which 
is recognized by cytotoxic T lymphocytes, is stably maintained 
extrachromosomally in a plasmid. Expression of the at least one 
DNA sequence occurs extrachromosomally (e.g., episomally) . For 
example, the at least one DNA sequence is cloned into a shuttle 
plasmid and the plasmid is introduced into a mycobacterium such 
as those hereinabove described, wherein the plasmid replicates 
episomally. Examples of such shuttle phasmids and 
bacterial-mycobacterial shuttle plasmids are further described in 
Application Serial No. 361,944, filed June 5, 1989, which is 
hereby incorporated by reference. 

In one embodiment the mycobacteria are transformed with an 
expression vector which comprises at least one DNA sequence 
encoding a protein or polypeptide which includes an epitope which 
is recognized by cytotoxic T lymphocytes / and a promoter selected 
from the class consisting of mycobacterial promoters and 
mycobacteriophage promoters for controlling expression of the DNA 
encoding the heterologous protein or polypeptide, or fragment or 
derivative thereof, which includes an epitope which is recognized 
by cytotoxic T lymphocytes. 

Mycobacterial and mycobacteriophage promoters which may be 
employed include, but are not limited to, mycobacterial promoters 
such as the BCG HSP60 and HSP70 promoters; the mycobactin 
promoter from M. tuberculosis and BCG; the mycobacterial 14 kda 
and 12 kda antigen promoters; the mycobacterial a-antigen 
promoter from M, tuberculosis or BCG; the MBP-70 promoter, the 
mycobacterial 45 kda antigen promoter from M. tuberculosis or BCG; 
the superoxide diamutase promoter; the mycobacterial asd 
promoter, and mycobacteriophage promoters such as the Bxbl, LI, 
L5, and TM4 promoters. In one embodiment, the promoter is a 
mycobacterial heat ahock protein promoter such as HSP60 or HSP70. 

The promoter sequence may, in one embodiment, be part of an 
expression cassette which also includes a portion of the gene 
normally under the control of the promoter* For example, when a 
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mycobacterial HSP60 or HSP70 promoter is employed, the expression 
cassette may, within the scope of the present invention, include 
in addition to the promoter, a portion of the gene for the HSP60 ' 
or HSP70 protein. When the expression cassette and the DNA 
encoding the protein or polypeptide, or fragment or derivative 
thereof, which includes an epitope which is recognized by 
cytotoxic T lymphocytes are expressed, the protein expressed by 
the cassette and the DNA encoding the protein or polypeptide is a 
fusion protein of a fragment of a mycobacterial protein (eg the 
HSP60 or HSP70 protein) , and the protein or polypeptide or 
fragment or deriviative thereof which includes an epitope which 
is recognized by cytotoxic T lymphocytes. 

In a preferred embodiment, the transcription initiation 
site, the ribosomal binding site, and the start codon, which 
provides for the initiation of the translation of mRNA, are eacfc 
of mycobacterial origin. The stop codon, which stops translation 
of mRNA, thereby terminating synthesis of the protein or 
polypeptide or fragment or derivative thereof which includes an 
epitope which is recognized by cytotoxic T lymphocytes, and the 
transcription termination site, may be of mycobacterial origin, 
or of other bacterial origin, or such stop codon and 
transcription termination site may be those of the DNA encoding 
the protein or polypeptide which includes an epitope which is 
recognized by cytotoxic T lymphocytes. 

Preferably, the mycobacterial promoter is a BCG promoter, 
and the mycobacterium is BCG. 

In one embodiment, the expression vector may further include 
DNA which encodes for proteins or polypeptides such as, but not 
limited to, antigens, anti-tumor agents, enzymes, lymphokines, 
pharmacologic agents, immunopotentiators, reporter molecules of 
interest in a diagnostic context, and selectable markers. 

Selectable markers which may be encoded include, but are not 
limited to, the 8-galactosidase marker, the kanamycin resistance 
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marker, the chloramphenicol resistance marker, the neomycin 
resistance marker, and the hygromycin resistance marker. 

In accordance with one embodiment, the vector further 
includes a mycobacterial origin of replication. 

In accordance with another embodiment, the vector may be a 
plasmid. The plasmid may be a non-shuttle plasmid, or may be a 
shuttle plasmid which further includes a bacterial origin of 
replication such as an E. coli origin of replication, a Bacillus 
origin of replication, a Staphylococcus origin of replication, a 
Streptomvces origin of replication, or a pneumococcal origin of 
replication. In one embodiment, the shuttle plasmid includes an 
E. coli origin of replication. 

In accordance with yet another embodiment, the vector may 
further include a multiple cloning site, and the DNA encoding fpr 
the protein or polypeptide, or fragment or derivative thereof, 
which includes an epitope which is recognized by cytotoxic 
T lymphocytes is inserted in the multiple cloning site. 

In addition to the DNA encoding a heterlogous protein or 
polypeptide, and the mycobacterial promoter for controlling 
expression of the DNA encoding the protein or polypeptide which 
includes an epitope which is recognized by cytotoxic 
T lymphocytes, the expression vector may, in one embodiment, 
further include a DNA sequence encoding bacteriophage integration 
into a mycobacterium chromosome. Bacteriophages from which the 
DNA sequence encoding bacteriophage integration into a 
mycobacterium chromosome may be derived include, but are not 
limited to, mycobacteriophages such as but not limited to, the 
L5, LI, Bxbl, and TM4 mycobacteriophages; the lambda phage of 
coli ; the toxin phages of Corvnebacteria ; phages of Actinomycetes 
and Norcardia ; the *C31 phage of Streptomvces : and the P22 phage 
of Salmonella . Preferably, the DNA sequence encodes 
mycobacteriophage integration into a mycobacterium chromosome. 
The DNA sequence which encodes bacteriophage integration into a 
mycobacterium chromosome may include DNA which encodes integrase, 
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which is a protein that provides for integration of the vector 
into the mycobacterial chromosome. Preferably, the DNA sequence 
encoding mycobacterial phage integration also includes DNA which 
encodes an attP site. 

The DNA encoding the attP site and the integrase provides 
for an integration event which is referred to as site-specific 
integration. DNA containing the attP site and the integrase gene 
is capable of integrating into a corresponding attB site of a 
mycobacterium chromosome. 

It is to be understood that the exact DNA sequence encoding 
the attP site may vary among different phages, and that the exact 
DNA sequence encoding the attB site may vary among different 
mycobacteria. 

Examples of expression vectors which include mycobacterial 
promoters and mycobacteriophage promoters, for controlling the kt 
least one DNA sequence encoding a protein or polypeptide, or 
fragment or derivative thereof, which includes an epitope which 
is recognized by cytotoxic T lymphocytes are further described in 
application Serial No. 642,017, filed January 16, 1991, which is 
a continuation of Application Serial No. 552,828, filed July 16, 
1990, now abandoned. The contents of Application Serial No. 
642,017 are hereby incorporated by reference. 

In another embodiment, the mycobacteria are transformed with 
DNA which comprises a first DNA sequence which is a phage DNA 
portion encoding bacteriophage integration into a mycobacterium 
chromosome, and DNA including the at least one DNA sequence 
encoding a protein or polypeptide, or fragment or derivative 
thereof, which includes an epitope which is recognized by 
cytotoxic T lymphocytes. 

The term "phage DNA portion", as used herein, means that the 
DNA sequence is derived from a phage and lacks the DNA which is 
required for phage replication. 

Bacteriophages from which the phage DNA portion may be 
derived include, but are not limited to, mycobacteriophages, such 



SUBSTITUTE SHEET 



WO 92/21376 



PCT/US92/04538 

-8- 



as but not limited to the those hereinabove described. 
Preferably, the phage DNA portion encodes mycobacteriophage 
integration into a mycobacterium chromosome. 

In a preferred embodiment, the first DNA sequence includes 
DNA encoding integrase, which is a protein that provides for 
integration of the DNA into the mycobacterial chromosome. Most 
preferably, the first DNA sequence also includes DNA which 
encodes an AttP site. 

The DNA sequence encoding the AttP site and the integrase 
provides for an integration event which is referred to as 
site-specific integration. DNA containing the AttP site and the 
integrase gene is capable of integration into a corresponding 
AttB site of a mycobacterium chromosome. 

It is to be understood that the exact DNA sequence encoding 
the attP site may vary among different phages, and that the exact 
DNA sequence encoding the attB site may vary among different 
mycobacteri a . 

The integration event results in the formation of two new 
junction sites called AttL and AttR, each of which contain part 
of each .of AttP and AttB. The inserted and integrated non-phage 
DNA which includes the first DNA sequence and the at least one 
DNA sequence, which encodes a protein or polypeptide, or fragment 
or derivative thereof, which includes an epitope which is 
recognized by cytotoxic T lymphocytes is flanked by the AttL and 
AttR sites. The insertion and integration of the phage DNA 
portion results in the formation of a transformed mycobacterium. 

The DNA may further include DNA which encodes a selectable 
marker or siarkers; or other proteins or polypeptides of interest, 
such as, but not limited to anti-tumor agents, enzymes, 
lymphokines, pharmacologic agents, immunopotentiators, and 
reporter molecules of interest in a diagnostic context. 

Selectable markers which may be encoded include, but are not 
limited to, the kanamycin resistance marker, the neomycin 
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resistance marker, the chloramphenicol resistance marker, and 
the hygromycin resistance marker. 

The phage DNA portion of the present invention, which 
includes the first DNA sequence encoding mycobacterium phage 
integration into a mycobacterium chromosome, and the at least one 
DNA sequence encoding a protein or polypeptide, or fragment or 
derivative thereof, which includes an epitope recognized by 
cytotoxic T lymphocytes, may be constructed through genetic 
engineering techniques known to those skilled in the art. In a 
preferred embodiment, the phage DNA portion may be a plasmid 
including, in addition to the DNA encoding integration and the 
DNA encoding a protein or polypeptide, or fragment or derivative 
thereof, which includes an epitope recognized by cytotoxic 
T lymphocytes, an origin of replication for any of a wide variety 
of organisms, which includes, but is not limited to, E.coli . 
Streptomyces species, Bacillus species, Staphylococcus species,. 
Shigella species, Salmonella species and various species of 
pneumococci. Most preferably, the plasmid includes an origin of 
replication for E.coli . 

The phage DNA portion also may include a suitable promoter. 
Suitable promoters include, but are not limited to, mycobacterial 
promoters and mycobacteriophage promoters such as those 
hereinabove described. 

The promoter sequence may, in one embodiment, be part of an 
expression cassette which also includes a portion of the gene 
normally under the control of the promoter, as hereinabove 
described. For example, when a mycobacterial HSP60 or HSP70 
promoter is employed, the expression cassette may include, in 
addition to the promoter, a portion of the gene for the HSP60 or 
HSP70 protein. When the expression cassette and the DNA encoding 
the protein or polypeptide, or fragment or derivative thereof, 
which includes an epitope which is recognized by cytotoxic T 
lymphocytes are expressed, the protein expressed by the cassette 
and the DNA encoding the protein or polypeptide is a fusion 
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protein of a fragment of a mycobacterial protein (eg., the HSP60 
or HSP70 protein), and the protein or polypeptide, or fragment or 
derivaitve thereof, which includes an epitope which is recognized 
by cytotoxic T lymphocytes. 

In a preferred embodiment, the transcription initiation 
site, the ribosomal binding site, and the start codon, which 
provides for the initiation of the translation of mRNA, are each 
of mycobacterial origin. The stop codon, which stops translation 
of mRNA, thereby terminating synthesis of the protein or 
polypeptide, or fragment or deriviatve thereof, which includes an 
epitope which is recognized by cytotoxic T lymphocytes, and the 
transcription termination site, may be of mycobacterial origin, 
or of other bacterial origin, or such stop codon and 
transcription termination site may be those of the DNA encoding 
the protein or polypeptide, or fragment or derivative thereof, 
which includes an epitope which is recognised by cytotoxic 
T lymphocytes. 

Examples of DNA which includes a first DNA sequence which is 
a phage DNA portion encoding bacteriophage integration into a 
mycobacterium chromosome, and DNA including the at least one DNA 
sequence encoding a protein or polypeptide, or fragment or 
derivative thereof, which includes an epitope which is recognized 
by cytotoxic T lymphocytes are further described in application 
Serial No. 553,907, filed July 16, 1990, the contents of which 
are hereby incorporated by reference. 

Mycobacteria which are transformed which DNA which encodes 
for a prot«in or polypeptide or fragment(s) or derivative ( s ) 
thereof, which includes an epitope which is recognized by 
cytotoxic T lymphocytes, may be employed in a composition, such 
as a vaccine, for inducing a CTL response in an aniaml. The 
vaccine may be administered to a human or non-human animal. 

To form such a vaccine, the transformed mycobacteria are 
administered in conjunction with a suitable pharmaceutical 
carrier. As representative examples of suitable carriers there 
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may be mentioned: mineral oil, alum, synthetic polymers, etc. 
Vehicles for vaccines are well known in the art and the selection 
of a suitable vehicle is deemed to be within the scope of those 
skilled in the art from the teachings contained herein. The 
selection of a suitable vehicle is also dependent upon the manner 
in which the vaccine is to be administered. The vaccine may be 
in the form of an injectable dose and may be administered 
intramuscularly, intravenously, orally, intradermal^, or by 
subcutaneous administration. 

Other means for administering the vaccine or therapeutic 
agent should be apparent to those skilled in the art from the 
teachings herein; accordingly, the scope of the invention is not 
to be limited to a particular delivery form. 

When the transformed mycobacteria are employed as a vaccine, 
such a vaccine has important advantages over other presently 
available vaccines. Mycobacteria have, as hereinabove indicated, 
adjuvant properties among the best currently known and, 
therefore, stimulate a recipient's immune system to respond with 
great effectiveness. This aspect of the vaccine induces 
cell-mediated immunity and thus is especially useful in providing 
immunity against pathogens in cases where cell-mediated immunity 
appears to be critical for resistance. Also, mycobacteria may 
stimulate long-term memory or immunity. It thus may be possible 
to prime long-lasting T cell memory, which stimulates secondary 
antibody responses neutralizing to the infectious agent. Such 
priming of T cell memory is useful, for example, against 
pertussis, malaria, influenza virus. Herpes virus, rabies, Rift 
Valley fever virus, dengue virus, measles virus, Human 
Immunodeficiency Virus (HIV), and respiratory syncytial virus. 

The invention will now be described with respect to the 
following examples; however, the scope of the present invention 
is not to be limited thereby. 

Example 1 
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A. Construction of plasmid including mycobacterial promoter 
expression cassette and lacZ gene. 
1. Construction of PYUB125 

Plasmid pALSOOO, a plasmid which contains an origin of 
replication of H. fortuitum , and described in Labidi, et al., 
FEMS Microbiol > Lett ., Vol. 30, pgs. 221-225 (1985) and in Gene , 
Vol. 71, pgs, 315-321 (1988), is subjected to a partial Sau 3A 
digest, and 5kb fragments are gel purified. A 5kb fragment is 
then ligated to Bam HI digested pIJ666 (an. E . coli vector 
containing an E> coli origin of replication and also carries 
neomycin-kanamycin resistance, as described in Kieser, et al., 
Gene, Vol. 65, pgs. 83-91 (1988) to form plasmid pYUB12 . A 
schematic of the formation of plasmid pYUB12 . A schematic of the 
formation of plasmid pYUB12 is shown in Figure 1. pYUB12 and 
pIJ666 were then transformed into M. smegma ti a and BCG. 
Neomycin- resistant transf ormants that were only obtained by 
pYUB12 transformation confirmed that pAL5000 conferred autonomous 
replication to plJ666 in M. smeqmatia and BCG. 

Shotgun mutagenesis by Snapper, et al (1988, hereinabove 
cited) indicated that no more than half of the pALSOOO plasmid 
was necessary to support plasmid replication in BCG. This 
segment presumably carried open reading frames 0RF1 and 0RF2, 
identified by Rauzier, et al.. Gene , Vol. 71, pgs. 315-321 
(1988), and also presumably carried a mycobacterial origin of 
replication. pYUB12 is then digested with Hpal and EcoRV, a 2586 
bp carrying this region or segment pALSOOO is removed and ligated 
to PvuII digested pYUB8. Plasmid pYUB8 (a pBR322 derivative) 
includes an E. coli replicon and a kan R (aph) gene. Ligation of 
the 2586 bp pYUB12 fragment to PvuII digested pYUB8 results in 
the formation of pYUB53, as depicted in Figure 2. Transformation 
of pYUB53 confirmed that the EcoRV-Hpal fragment, designated 
M.rep, was capable of supporting autonomous replication in BCG. 

Plasmid pYUB53 was then digested with AatI, EcoRV, and PstI 
in order to remove the following restriction sites: 
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AatI 5707 

EcoRI 5783 

BamHI 5791 

Sail 5797 

PstI 5803 

PstI 7252 

Sail 7258 

BamHI 7264 

EcoRI 7273 

Clal 7298 

Hindi I I 7304; and 

EcoRV 7460 

Fragment ends are then flushed with T4 DNA polymerase and 
religated to form plasmid pYUB125, construction of which is shown 
in Figure 3. 

Eliminat ion of superfluous vector DNA from PYUB125 

792 bases of the tet gene, which had been inactivated by 
prior manipulations, was eliminated by a complete Narl digest, 
gel purification of the 6407 bp fragment, and 

ligation/recirculation, transformation of E. coli strain HBlOl 
and selection of Kan transf ormants . The construction of 
resulting plasmid, pMVlOl, is schematically indicated in Figure 
4, and the DNA sequence of pMVlOl, which includes markings of 
regions which will be deleted, and of mutations, as hereinafter 
described, is shown in Figure 5. 

3. Construction of expression cassette based on BCG HSP60. 

Among the most abundant proteins in mycobacteria is the 
HSP60 heat shock protein (also known as the 65 kda antigen). 
Because abundance of the HSP60 protein in mycobacteria indicates 
strong HSP60 gene expression, the sequence controlling HSP60 
expression was chosen to control expression of heterologous genes 
encoding antigens or other proteins in BCG. 

The published sequence of the BCG HSP60 gene (Thole, et al, 
Infect, and Immun. , Vol. 55, pgs. 1466-1475 (June 1987)), and 
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surrounding sequence permitted the construction of a cassette 
carrying expression control sequences (i.e., promoter and 
translation initiation sequences) by PCR. The BCG HSP61 cassette 
(Figure 6} contains 375 bases 5* to the BCG HSF60 start codon, 
and 15 bases (5 codons) 3' to the start codon. PCR 
oligonucleotide primers were then synthesized. Primer Xba-HSP60, 
of the following sequence: 

CAG ATC TAG ACG GTG ACC ACA ACG CGC C / 
was synthesized for the 5' end of the cassette, and primer 
Bam-HSP61, of the following sequence: 

CTA GGG ATC CGC AAT TGT CTT GGC CAT TG j£ 
was synthesized for the 3' end of the cassette. The primers were 
used to amplify the cassette by PCR from BCG strain Pasteur 
chromosomal DNA. The addition of the Bam HI site at the 3 1 end 
of the cassette adds one codon (Asp) to the first six codons of 
the HSP60 gene. 

Each of pMVlOl and the PCR cassette HSP61 was digested with 
Nhel and BamHI. The PCR cassette was then inserted between the 
Nhel and BamHI sites of pMVlOl, then ligated to form plasmid 
pMV65A (Figure 7). 

The' E. coli lac 2 gene (Figure 8) was used as a reporter, or 
marker gene to assay the ability of the HSP61 cassette to express 
heterologous genes in BCG. A BamHI restriction fragment carrying 
the lac 2 gene was cloned into the Bam HI site of Bam HI digested 
pMV65A, resulting in the formation of pMV65A/L2 as indicated 
schematically in Figure 7. The formation of pMV65A/L2 results in 
a fusion between the HSP60 and lac 2 genes at the sixth codon of 
the HSP60 gene end the sixth codon of the lac Z gene. pMV65A/LZ 
was then transformed into E. coli . Blue E. coli colonies were 
selected on x-gal plates for the presence of pMV65A/LZ, thus 
indicating that the HSP60 promoter and translation initiation 
sequences were also active in E. coli . 

PMV65A/L2 was then transformed into BCG and plated on Dubos 
Oleic Agar plates containing x-gal. All BCG colonies resulting 
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from this transformation exhibited blue color, thus indicating 
that the lac_2 gene product (B-galactosidase) was expressed in 
BCG. SDS polyacrylamide gel electrophoresis was performed on 
lysates of the pMV65A/LZ BCG recombinants, revealing that 
B-galactosidase protein was expressed to levels in excess of 10% 
of total BCG protein (as determined by staining with Coomassie 
brilliant blue). These data indicated that BCG HSP61 expression 
cassette was functional in expression vector pMV65A. 

Example 2 

Cytotoxic T lymphocyte response to E r-oij fl. ga i aet;n9< Ammm 

E - coli B-^lactosidase was expressed in BCG as a six amino 
acid fusion protein with BCG hsp 60 protein using 
extrachromosomal plasmid vector pMV65A/LZ utilizing the HSP60 
promoter to drive expression. The recombinant BCG was grown to. 
mid-log phase in Dubos media and concentrated by centrifugation. 
The bacteria were then re-suspended in PBS plus 0.05% Tween 80- 
and cup sonicated briefly to disperse clumped bacteria. Six week 
old BALB/c mice were inoculated with a single dose of 2 X 10 2 
2 X 10 , or 2 X 10 colony forming units (CFU'S determined 
post-inoculation) by either intradermal (ID), intraperitoneal 
(IP), or intravenous (IV) injection. At 14 or 19 weeks 
post- immunization splenocytes were harvested from mice and CTL 
activity was measured. CTL activity was measured as follows: 
Splenocytes (ACK-treated, 5 X 10 6 /ml) were stimulated in 
vitro in 10 ml in upright T25 flasks by co-culture for 5 days 
with mitomycin C-treated cells transfected with the lac Z gene 
(C3-4 cells; 5 X 10 6 /ml). A 4 hr. 51 Cr release assay was then 
performed in triplicate using P815 and P13.1 cells (F815 ceils 
transfected with the lac Z gene) as targets. Various 
effector-target ratios were tested using 5,000 targets/well. 
Specific lysis was calculated as follows: % specific lysis = 
100 X (release by effector cells minus spontaneous release/ 
maximal release minus spontaneous release]. 
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At 19 weeks post-immunization, the remaining animals in each 
group were boosted by intraperitoneal injection at 10 uq of 
purified lac 2 emulsified in incomplete Freund's adjuvant (IFA). 
Splenocytes were then harvested from these animals at 23 weeks 
and CTL activity was again measured. Unimmunized animals or 
animals immunized with lac Z emulsified in IFA, or animals 
immunized with vaccinia virus expressing lac Z served as 
controls. 

The results of the avove experiments, as determined by % 
specific lysis of target cells, indicated that a CTL response was 
induced in mice immunized with BCG transformed with the 
expression vector pMV65A/LZ. 

Example 3 

Construction of integrating plasmid including mycobacterial 
promoter expression cassette and HIV-I-gp 120 gene . 
1. Elimination of undesirable restriction sites in aph (kan R Y 
gene . 

To facilitate future manipulations, the Hindi I I and Clal 
restriction sites in the aph gene in plasmid pMVlOl were 
mutagenized simultaneously by polymerase chain reaction (PCR) 
mutagenesis according to the procedure described in Gene , Vol. 77 
pgs. 57-59 (1989). The bases changed in the 'aph gene were at the 
third position of codons (wobble bases) within each restriction 
site and the base substitutions made were designed not to change 
the amino acid sequence of the encoded protein. 

Separate PCR reactions of plasmid pMVlOl with primer 
ClaMut-Kan* HindRMut-Kan and HindFMut-Kan + Barn-Kan were 
performed at 90°C (1 min.). 50°C (1 min.), and 72°C (1 min. ) for 
25 cycles. The PCR primers had the following base seqeuences: 

ClaMut-Kan 

CTT GTA TGG GAA GCC CC 3 
HindRMut-Kan 

GTG AGA ATG GCA AAA GAT TAT GCA TTT CTT TCC AG £ 
HindFMut-Kan 
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GTG TGG AAA GAA ATG CAT AAT CTT TTG CCA TTC TCA CCG G J~ 
Bam- Kan 

CGT AGA GGA TCC AGA GGA CG £ 
The resulting PCR products were gel purified and mixed and a 
single PCR reaction without primers was performed at 94°c (1 
min.), 72°C (1 min. ) for 10 cycles. Primers ClaMut-Kan and 
Bam-Kan were added and PCR was resumed at 94°C (1 min.), 50°C (1 
min.), and 72 °C (2 min.) for 20 cylces. The resulting PCR 
product (Kan. mut) was digested with BamHI and gel purified. 
Plasmid pMVlOl was digested with Clal and cohesive ends were 
filled in by Klenow + dCTP + dGTP. Klenow was heat inactivated 
and the digest was further digested with BamHI. The 5232 base 
pair fragment was gel purified and mixed with fragment Kan. mut 
and ligated. The ligation was transformed into E. coli strain 
HB101 and Kan colonies were screened for plasmids resistant to 
Clal and Hindi I I digestion. Such plasmids were designated as 
pMVUO, which is depicted in Figure 4. 

2.: Elimination o f sequences not necessary for plasmid 

replication in mycobacteria. 

Plasmid pMVUO was resected in separate constructions to 
yield plasmids pMVlll and pMV112. In one construction, pMVUO 
was digested with Narl and Ball, the ends were filled in, and a 
5296 base pair fragment was ligated and recircularized to form 
pMVlll. In another construct, pMVUO was digested with Ndel and 
SplI, the ends were filled in, and a 5763 base pair fragment was 
ligated and recircularized to form pMV112. Schematics of the 
constructions of pMVlll and pMV112 are shown in Figure 9. These 
constructions further eliminated superfluous E. coli vector 
sequences derived from pAL5000 not necessary for mycobacterial 
replication. Cloning was performed in E. coli . Plasmids pMVlll 
and pMV112 were tested for the ability to replicate in M. 
smegmatis. Because both plasmids replicated in M. smecrmatis the 
deletions of each plasmid were combined to construct pMV113. 
(Figure 9). 
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To construct pMV113, pMVlll was digested with BamHI and 
EcoRI, and a 1071 bp fragment was isolated. pMV112 was digested 
with BamHI and EcoRI , and a 3570 bp fragment was isolated, and 
then ligated to the 1071 bp fragment obtained from pMVlll to form 
pMV113 . These constructions thus defined the region of pALSOOO 
necessary for autonomous replication in mycobacteria as no larger 
than 1910 base pairs. 

3,. Mutagenesis of restriction sites in mycobacterial 

rep li con. 

To facilitate further manipulations of the mycobacterial 
replicon, PCR mutagenesis was performed as above to eliminate the 
Sal I, EcoRI, and Bglll sites located in the open reading frame 
known as ORF1 of pAL5000. PCR mutagenesis was performed at 
wobble bases within each restriction site and the base 
substitutions were designed not to change the amino acid sequence 
of the putative encoded ORF1 protein. The restriction sites were 
eliminated one at a time for testing in mycobacteria. It was 
possible to eliminate the Sail and EcoRI without altering 
replication in M, smegma ti a . In one construction PCR mutagenesis 
was performed at EcoRI1071 of pMV113 with primers Eco Mut - M.rep 
and Bam-M.rep to form pMV117, which lacks the EcoRI1071 site. 
Primer Eco Mut - M.rep has the following sequence: 

TCC GTG CAA CGA GTG TCC CGG A; 7 

and Bara-M.rep has the following sequence: 

CAC CCG TCC TGT GGA TCC TCT AC. & 
In another construction, PCR mutagenesis was performed at 
the Sail 1589 site with primer Sal Mut - M.rep and Bam-M.rep to 
form pMVil9, which lacks the Sail 1389 site. Primer Sal Mut- 
M.rep has the following sequence: 

TGG CGA CCG CAG TTA CTC AGG CCT. f 
PMV117 was then digested with ApaLI and Bglll, and a 3360 bp 
fragment was isolated. pMV119 was digested with ApaLI and Bglll, 
and a 1281 bp fragment was isolated and ligated to the 3360 bp 
fragment isolated from pMV117 to form pMV123 . A schematic of the 
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constructions of plasmids pMV117, pMV119, and pMV123 is shown in 
Figure 10. Elimination of the Bglll site, however, either by PCR 
mutagenesis or Klenow fill in, eliminated plasmid replication in 
mycobacteria, thus suggesting that the Bglll site is in proximity 
to, or within a sequence necessary for mycobacteria plasmid 
replication. 

4. Constructio n of DMV200 series vectors. 
To facilitate manipulations of all the components necessary 
for plasmid replication in E. coli and mycobacteria, (E. rep. and 
M. rep.) and selection of recombinants (Kan R ), cassettes of each 
component were constructed for simplified assembly in future 
vectors and to include a multiple cloning site (MCS) containing 
unique restriction sites and transcription and translation 
terminators. The cassettes were constructed to allow directional 
cloning and assembly into a plasmid where all transcription is 
unidirectional. 

Kan R Cassette 

A DNA cassette containing the aph (Kan R ) gene was 
constructed by PCR with primers Kan5' and Kan3 1 . An Spel site 
was added to the 5' end of the PCR primer Kan3 ' , resulting in the 
formation of a PCR primer having the following sequence: 
CTC GAC TAG TGA GGT CTG CCT CGT GAA G. f0 
Bam HI + Nhel sites were added to the 5' end of the primer 
Kan5 ' , resulting in the formation of a PCR primer having the 
following sequence: 

CAG AGG ATC CTT AGC TAG CCA CT GAC GTC GGG G. // 
PCR was performed at bases 3375 and 4585 of pMV123, and 
BamHI and Nhel sites were added at base 3159, and an Spel site 
was added at base 4585. Digestion with BamHI and Spel, followed 
by purification resulted in a 1228/2443 Kan R cassette bounded by 
BamHI and Spel cohesive ends with the direction of transcription 
for the aph gene proceeding from BamHI to Spe I. 
E. rep, cassette 
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A DNA cassette containing the ColEI replicon of pUC19 was 
constructed by PCR with primers E.rep/Spe and E.rep/Mlu. An Spel 
site was added to the 5 1 end of PCR primer E.rep/Spe and an Mlul 
site was added to the 5 r end of PCR primer E. rep. /Mlu. The 
resulting primers had the following sequences: 

E . rep . /Spe 

CCA CTA GTT CCA CTG AGC GTC AGA CCC 
E . rep . /Mlu 

GAC AAC GCG TTG CGC TCG GTC GTT CGG CTG. 1 5 
PCR was performed at bases 713 and 1500 of pUC19, and an 
Mlul site was added to base 713, and a Spel site was added to 
base 1500. Digestion with Mlul and Spel, followed by 
purification resulted in an E.rep. cassette bounded by Spel and 
Mlul cohesive ends with the direction of transcription for RNA I 
and RNA II replication primers proceeding from Spel to Mlul. 
M.rep. cassette 

A DNA cassette containing sequences necessary for plasmid 
replication in mycobacteria was constructed by PCR of pMV123 with 
primers M.rep/Mlu and M . rep/Bam • An Mlul site was added to the 
5 f end of PCR primer M.rep/Mlu. A BamHI site was added to the 5' 
end of PCR primer M. rep/Bam. The resulting PCR primers had the 
following base sequences: 

M.rep. /Mlu 

CCA TAC GCG TGA GCC CAC CAG CTC CG 
M.rep. /Bam _ 
CAC CCG TCC TGT GGA TCC TCT AC 

PCR was performed at bases 134 and 2082 of pMV123 . An Mlul 
sited was added to base 2082. Digestion with BamHI and Mlul, 
followed by gel purification resulted in a 1935 base pair DNA 
cassette bounded by Mlul and BamHI cohesive ends with the 
direction of transcription for the pALSOOO 0RF1 and ORF2 genes 
proceeding from Mlul to Bam HI . 

The Kan R , E.rep, and M.rep PCR cassettes were then mixed in 
equimolar concentrations and ligated, and then transformed in 
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coli strain HB101 for selection of Kan R transf ormants . Colonies 
were screened for the presence of plasmids carrying all three 
cassettes after digestion with BamHI + Mlul + Spel and designated 
pMV200. An additional restriction site, Ncol, was eliminated 
from the M.rep cassette by digestion of pMV200 with Ncol, fill in 
with Klenow, and ligation and recircularization, resulting in the 
formation of pMV201. A schematic of the formation of pMV200 from 
PMV123 and pUC19, and of pMV201 from pMV200, is shown in Figure 
11. Plasmids pMV200 and pMV201 were transformed into 
smegmatis and BCG. Both plasmids yielded Kan R transf ormants, 
thus indicating their ability to replicate in mycobacteria. 

A synthetic multiple cloning sequence (MCS) (Figure 12) was 
then designed and synthesized to facilitate versatile molecular 
cloning and manipulations for foreign gene expressions in 
mycobacteria, and for integration into the mycobacterial 
chromosome. The synthetic MCS, shown in Figure 12, contains 16 
restriction sites unique to pMV201 and includes a region carrying 
translation stop codons in each of three reading frames, and a 
transcription terminator derived from E. coli 5S ribosomal RNA 
(Tl). 

To insert the MCS cassette, pMV201 was digested with Narl 
and Nhel, and the resulting fragment was gel purified. The MCS 
was digested with HinPI and Nhel and, the resulting fragment was 
gel purified. The two fragments were then ligated to yield 
pMV204. A schematic of the construction of pMV204 is shown in 
Figure 13 . _ 

Flasmid pMV204 was then further manipulated to facilitate 
removal of the M.rep cassette in further constructions. pMV204 
was digested with Mlul, and an Mlul - Not I linker was inserted 
into the Mlul site between the M.rep and the E.rep to generate 
pMV206. A schematic of the construction of pMV206 from pMV204 is 
shown in Figure 14, and the DNA sequence of pMV206 is given in 
Figure 15 . 

5. Construction of expression cassette based on BCG HSP60 . 
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The HSP61 cassette (Figure 6) was constructed as hereinabove 
described in Example 1. 

Each of pMV206 and the PCR cassette HSP61 was digested with 
Xbal and BamHI* The PCR cassette was then inserted between the 
Xbal and BamHI sites of pMV206, then ligated to form plasmid 
pMV261. The construction of this plasmid is shown schematically 
in Figure 17. The reading frame and the restriction sites of the 
multiple cloning site of pMV261 is shown in Figure 16. 

The E. coli lac Z gene was used as a reporter, or marker 
gene to assay the ability of the HSP61 cassette to express 
heterologous genes in BCG. A BamHI restriction fragment carrying 
the lac Z gene was cloned into the Bam HI site of Bam HI digested 
pMV261, resulting in the formation of pMV261/LZ. A schematic of 
the construction of pMV261/LZ is shown in Figure 18. The 
formation of pMV261/LZ results in a fusion between the HSP60 anS 
lac Z genes at the sixth codon of the HSP60 gene and the sixth . 
codon of the lac Z gene. pMV261/LZ was then transformed into 
coli . Blue E. coli colonies were selected on x-gal plates for 
the presence of pMV261/LZ, thus indicating that the HSP60 
promoter and translation initiation sequences were also active in 
E. coli . 

pMV261/LZ was then transformed into BCG and plated on Dubos 
Oleic Agar plates containing x-gal. All BCG colonies resulting 
from this transformation exhibited blue color, thus indicating 
that the lac Z gene product (B-galactosidase) was expressed in 
BCG. SDS polyacrylamide gel electrophoresis was performed on 
lysates of* the pMV261/LZ BCG recobinants, revealing that 
B-galactoeidaae protein was expressed to levels in excess of 10% 
of total BCG protein (as determined by staining with Coomassie 
brilliant blue). These data indicated that BCG HSP61 expression 
cassette was functional in expression vector pMV261. 

Plasmid pM7261/LZ was then shown to replicate autonomously, 
and express the E* coli B-galactosidase, or lacZ gene, driven by 
the BCG promoter HSP60, in M. smeomatis and BCG. 
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^ Transfer of mvcoba cterio ph age L5 integration seg u e n Cee 

to BCG expression vector. 

Plasmid pMH9.4, which includes the tnycobacteriophage L5 attP 
site, and the L5 integrase gene, was employed in providing the L5 
integration sequences to a BCG expression vector. The 
construction of pMH9.4, as well as its integration into 
smegmatis and BCG, is described below in sections (i) through 
(vi). 

(i) Identification of the DNA se quences of the attachment si^* , 
attB. attL. and attR. of M. smeomatia . 

Using standard technologies, a lambda EMBL3 library was 

constructed using chromosomal DNA prepared from mc 2 61 (a strain 

of M. smegmatis which includes an M. smegmatis chromosome into 

which has been integrated the genome of mycobacterial phage E&) 

and digested with Bam HI. Phage L5 contains DNA having 

restriction sites identical to those of phage LI (Snapper, et al . 

1988), except that L5 is able to replicate at 42°C and phage LI 

is incapable of such growth. This library was then probed with a 

6.7 kb DNA fragment isolated from the L5 genome that had been 

previously identified as carrying the attP sequence (Snapper, et 

al 1988). One of the positive clones was plaque purified, DNA 

prepared, and a 1.1 kb Sal I fragment (containing the AttL 

sequence) sub-cloned into sequencing vector pUC119. The DNA 

sequence of this fragment was determined using a shotgun approach 

coupled with Sanger sequencing. By isolating and sequencing the 

attL junction site and comparing this to the DNA sequence of L5 

that was available, a region was determined where the two 

sequences aligned but with a specific discontinuity present. The 

discontinuity represents one side of a core sequence, which is 

identical in AttP, attB, and attL. The region containing the 

recombinational crossover point is shown in Figure 19. 

The attL DNA (1.1 kb Sal I fragment) was used as a probe to 

2 

hybridize to a Southern blot of Bam HI digested mc 6 DNA, which 
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is a strain of M. smegmatis which includes an M. smecrmatis 
chromosome without any phage integration (Jacobs, et al, 1987, 
hereinabove cited.). A single band of approximately 6.4 kb was 
detected corresponding to the attB sequence of M. smecrmatis . 
This same attL probe was used to screen a cosmid library of mc 2 6 
(provided by Dr. Bill Jacobs of the Albert Einstein College of 
Medicine of Yeshiva University), and a number of positive cosmid 
clones were identified. DNA was prepared from these clones, and 
a 1.9 kb Sal I fragment (containing the attB site) that 
hybridizes to the attL probe was subcloned into pUC119 for 
sequencing and further analysis. The DNA sequence containing the 
core sequence was determined and is shown in Figure 19. The core 
sequence, which is identical in attP, attB and attL, has a length 
of 43bp. 

The mc 61 lambda EMBL3 library was then probed with tHe 
1.9kb Sail fragment containing the attB site. Positive plaques 
were identified, DNA was prepared, and analyzed by restriction 
analysis and Southern blots. Lambda clones were identified that 
contained a 3.2kb Bam HI fragment containing the putative attR 
site. The 3.2kb Bam HI fragment was purified and cloned into 
pUC119 for sequencing and further analysis. 

(ii) Determination of a ttP- integrase region o f L5 genome. 

Concurrent with the above procedures, a significant 
portion of the DNA sequence of L5 had been determined and 
represented in several "contigs" or islands of DNA sequence. 
Sequences of the 6.7kb Bam HI fragment hereinabove described were 
determined by (a) analysis of the location of Bam HI sites in the 
contigs of the DNA of L5, and (b) by determining a short stretch 
of DNA sequence from around the Bam HI sites of plasmid pJR-1 
(Figure 24), which carries the 6.7kb Bam HI fragment of L5. 

A segment of DNA sequence was located that represented the 
6.7kb Bam HI fragment of phage LS . Studies of other phages have 
shown that the integrase genes are often located close to the 
attP site. It was thus determined that the L5 integrase (int) 
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gene should lie either within the 6 . 7kb Bam HI fragment or in a 
DNA sequence on either side of it. The DNA sequence in the 
regions was then analyzed by translating it into all six possible 
reading frames and searching these amino acid sequences for 
similarity to the family of integrase related proteins, and 
through computer-assisted analysis of the DNA sequence. As shown 
in Figure 20, there are shown two domains of reasonably good 
conservation among L5 integrase and other integrases, and three 
amino acid residues that are absolutely conserved in domain 2. 
(See Yagil, et al . , J. Mol. Biol. . Vol. 207, pgs . 695-717 (1989), 
and Poyart-Salmeron, et al . , J. EMBO. . Vol. 8, pgs. 2425-2433 
(1989)). A region was identified, and analysis of the 
corresponding DNA sequence showed a reading frame that could 
encode for a protein of approximately 333 amino acids. These 
observations identified the putative int gene. 

The location of the int gene was not within the 6.7kb Bam -HI 
fragment; however, it was very close to it with one of the Bam HI 
sites (that defines the 6.7kb Bam HI fragment) less than 100 bp 
upstream of the start of the gene. Analysis of the Bam HI sites 
showed that the int gene lay within a 1.9kb Bam HI fragment 
located adjacent to the 6.7kb Bam HI fragment. This 1 . 9kb Bam HI 
fragment was cloned by purification of the fragment from a Bam HI 
digest of L5 DNA and cloning into pUC 119, to generate pMHl 
(Figure 25 ) . 

From a combination of the above approaches, a schematic of 
the organization of the attP-int region of L5 was constructed 
(Figure 26), and the gene sequence of the attP-int region is 
given in Figure 22. 

(iii ) Construction of pMH5 . 

The 6.7kb Bam HI fragment of mycobacteriophage L5, which 
contains the attP site, as hereinabove described, was cloned into 
the Bam HI site of pUC 119 (Figure 23). This was achieved by 
purifying the 6.7kb Bam HI fragment from a Bam HI digest of L5 
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DNA separated by agarose gel electrophoresis and ligating with 
Bam HI cut pUC 119, DNA was prepared from candidate recombinants 
and characterized by restriction enzyme analysis and gel 
electrophoresis. A recombinant was identified that contained the 
6.7kb Bam HI fragment of L5 cloned into pUC 119. This plasmid 
was named pJR-1, as shown in Figure 24. 

Analysis of DNA sequence data from a project to sequence L5 
showed that a 1.9kb Bam HI fragment adjacent to the 6.7kb Bam HI 
fragment hereinabove described contained the integrase gene. 

A plasmid containing a 1.9kb Bam HI fragment containing the 
DNA encoding for the integrase cloned into the Bam HI site of pUC 
119 was constructed. The 1.9kb fragment was purified from a Bam 
HI digest of L5 DNA and cloned into the Bam HI site of pUC 119. 
Construction of the recombinant was determined by restriction 
analysis and gel electrophoresis. This plasmid was called pMJfl, 
the construction of which is shown schematically in Figure 25. 

pJR-1 was then modified by digestion with EcoRI and SnaBI 
(both are unique cloning sites), between which is a Bam HI site. 
The EcoRI-SnaBI fragment, including the Bam HI site was excised, 
and the, plasmid was religated to form plasmid of pMH2, which 
contains on Bam HI site compared to two Bam HI sites contained in 
pJR-1. A schematic of the construction of pMH2 is shown in 
Figure 26. 

The 1.9kb Bam HI fragment, which includes the integrase 
gene, was purified from a Bam HI digest of pHHl and ligated to 
Bam HI digested pHH2. Recombinants were identified as above and 
the orientation of the 1.9kb fragment determined. A plasmid 
called pMH4 was thus constructed (Figure 27) in which the region 
from the Sna BI site (upstream of attP) through to the Bam HI 
site (downstream of the integrase gene) was identical to that in 
L5. 

pMH4 was digested with Hindi I I (unique site) and was ligated 
to a lkb Hindi I I fragment purified from pKD43 (supplied by Keith 
Derbyshire of the Nigel Gindley Laboratory) that contains the 
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gene determir ig resistance to kanamycm. .RecQiRbinant.5 
identified and characterized as above. This~ plasmid irs : e*all*a 
pMH5. A schematic of the construction of pMH5 is shown in Figure 
28. 

(iv) Integration of pMH5 into a tt g of M. smeomatis. 

Plasmids pYUB12 (a gift from Dr. Bill Jacobs, a schematic of 
the formation of which is shown in Figure 1), pMDOl (Figure 29), 
and pMH5 were electroporated, with four different concentrations 
of plasmid DNA over a 1,000-fold range, into M. smeomatis strain 
mc 2 155, a strain which is able to support plasmid replication. 
In sections (iv) through (vi), all electroporation procedures of 
M. smeqmatia , or of BCG, were carried out as follows: 

Cultures of organism were grown in Middlebrook 7H9 media, as 
described by Snapper, et al . (19B8), harvested by centrifugation, 
washed three times with cold 10% glycerol, and resuspended at 
approximately a 100 x concentration of cells. 

1 Ml of DNA was added to 100 pi of cells in an ice-cold 
cuvette and pulsed in a Bio-Rad Gene Pulser, and given a singte 
pulse at 1.25 kv at 25 jiF. 1 ml of broth was added the cells 
incubated for 1 hr. at 37°C for expression of the antibiotic- 
resistant marker. Cells were then concentrated and plated out on 
Middlebrook or tryptic soy media containing 15 yg/ml kanamycin. 
Colonies were observed after 3 to 5 days incubation at 37°C. 

Each of pYUB12, pMDOl, and pMH5 carries kanamycin 
resistance. Plasmid pYUB12 carries an origin of DNA replication, 
while pMDOl lacks a mycobacterial origin of replication. Plasmid 
pMH5 does not carry a mycobacterial origin of replication, but 
carries a 2kb region of phage L5 which contains the attP site and 
the integrase gene (Figure 22). The number of transf ormants were 

linear with DNA concentration. Plasmid pYUB12 gives a large 

5 2 
number of transf ormants (2 x 10 per pg DNA) in mc 155, while 

pMH5 gives 6 x 10 4 transf ormants per \xg DNA, and pMDOl gives no 

transf ormants . 
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The above experiment was then repeated by electropcrating 

the plasmids pYUB12 , pMDOl, and pMH5 into M. smeamatis strain 

mc 2 6 / which does not support piasmid replication. No 

2 

transformants in mc 6 were obtained from pYUB12 or pMDOl, while 

4 

pMH5 gave approximately 10 kanamycin resistant transformants in 

mc 2 6 per ng of DNA, thus indicating integration of pMH5 into the 
2 

mc 6 chromosome. 

2 

DNA from six independent pMH5 transformants (four in mc 155 

and two in mc 6) was prepared. These DNA' s (along with DNA from 

2 2 
both mc 155 itself, and mc 155 carrying the piasmid pYUB12) were 

digested with a restriction enzyme, and analyzed by Southern blot 
and hybridization with the M. smeqmatis 1.9kb attB probe 
hereinabove described. As shown in Figure 30, all six 
transformants have integrated into the attB site, resulting JLn 
the production of two new DNA fragments with different 
mobilities. If pMH5 did not integrate into the attB site, it 
would be expected that a single band, corresponding to the attB 
site in the mc 2 155 control, would be obtained, 
(v) Construction of DMH9.2 and DMH9.4 

pUC119 was digested with Hindlll, and a Ikb Hindi 1 1 
fragment, containing a kanamycin resistance gene, purified from 
pKD43, was ligated to the Hindi 1 1 digested pUC119 to form pMHS 
(Figure 31). A 2kb Sail fragment (bp 3226-5310), which carries 
the attP and integrase gene from Sail digested pMHS, was purified 
and inserted in both orientations relative to the vector backbone 
of Sail digested pHH8 to form plasmids pMH9.2 and pMH9.4 (Figures 
32 and 33). 

M. smeamatis strain mc 2 155 cells carrying, as a result of 
electroporation, piasmid pYUB 12, pMH9.2 or pMH9.4, or strain mc 6 
cells carrying piasmid P MH5, as a result of electroporation as 
hereinabove described, were grown to saturation in broth with 
kananmycin. Cultures were then diluted 1:100 into broth without 
kanamycin and grown to saturation. Two further cycles of 
dilution and growth were done, corresponding to about 20 
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generations of bacterial growth. Cultures were plated out to 
single colonies on non-selective plates, and approximately 100 of 
these colonies were patch plated onto both non-selective and 
selective plates. The % of colonies that were sensitive to 
kanamycin, thus corresponding to the percentage of cells which 
lost the plasmid, is given below in Table I. 

Table I 

% loss 

pYUB12 (mc 2 155) 35 

pMH5 (mc 2 6) 17 

pMH9.2 (mc 2 155) 3 

pMH9.4 (mc 2 155) 0 
(vi) Transformation of BCG with pMH9.4 

The 1.9 kb Sal 1 fragment, which includes the M. smegma t is 
attB site as hereinabove described was cloned into pUC119, and 
the plasmid generated was named pMH-12. (Figure 34). 

Gel purified Sal I 1.9kb M. smecimatis fragment containing 
attB (isolated from pMH-12) was used to probe a Southern transfer 
of Bam HI digested mycobacterial DNA's, including BCG substrain 
Pasteur, shown in Figure 35. This demonstrated that there is one 
Bam HI fragment of BCG that strongly hybridizes to the M. 
smeqmatis attB probe and three hybridize weakly. The strongest 
hybridizing band is the fastest moving band (approximately 1.9 
kb) . 

The same probe as above was used to probe a BCG cosmid 
library (provided by Dr. Bill Jacobs) and positive clones were 
identified. DNA was prepared from several positive clones and 
analyzed by restriction analysis and Southern blotting. The 1.9 
kb Bam HI fragment (corresponding to the strongly hybridizing 
band in the Southern blot was identified, gel purified from the 
cosmid DNA and cloned into pUC119. The resulting plasmid was 
named pMH-15. (Figure 36), 

Plasmid pMH-5 and pMH9.4 were electroporated into BCG 
Pasteur. It was observed that pMH9.4 transforms BCG with high 
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efficiency (approximately 10 transf ormants/pg DNA), while pMH-5 
transforms BCG at low efficiency (1-10 transf ormants/ug DNA). 
DNA was prepared from BCG transf ormants and analyzed by Bam HI 
restriction and Southern blot analysis, probing with gel purified 
1.9kb Bam HI BCG attB fragment from pMH-15. These data are shown 
in Figure 37 and show that integration of both pMH5 and pMH9 . 4 is 
specific to the BCG attB site (ie. the strongly cross-hybridizing 
fragment in BCG). This is illustrated by the loss of the 1 . 9kb 
Bam HI fragment from the transf ormants and the appearance of two 
new bands representing attL and attR junction fragments. Figure 
37 shows just one of the pMH5/BCG transf ormants , although all of 
the four that were analyzed show that one of the bands (the 
largest) is smaller than expected (and different in each of the 
transf ormants) , indicating that the transformation effiency of 
pMH-5 is low in BCG. In contrast, the four pMH9.4 transf ormants 
are identical to each other (Figure 37) and give attR and attL 
junction fragments of the predicted sizes. 

Plasmid pMH9.4, which includes the mycobacterial phage L5 
attP site and the L5 integrase gene, was digested to completion 
with either Kpnl + PvuII or Xbal + PvuII, and a restriction 
fragment of 1862 or 1847 base pairs, respectively, each of which 
contain the attP site and the integrase gene, were purified by 
agarose gel electrophoresis. Plasmid pMV261/LZ was digested with 
Xbal or Dral to generate either a 7569 bp or 7574 bp vector 
fragment. The 7569 bp fragment was ligated to the 1862 bp 
fragment derived from pMH9.4 to form pMV460/LZ. The 7574 bp 
fragment was ligated to the 1847 bp fragment derived from pMH9.4 
to form pMV460 R/LZ. Plasmids pMV460 F/LZ and pMV460R/LZ each 
include a mycobacterial replicon, the L5 attP site, and the L5 
integrase gene. A schematic of the formation of plasmids pMV460 
F/LZ and pMV460R/LZ is shown in Figure 38- To generate 
derivatives without the mycobacterial plasmid replicon, plasmids 
PHV460/LZ and pMV460/LZ were digested with NotI and 
recircularized by ligation to generate pMV360F/LZ and pMV360R/LZ. 
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A schematic of the construction of pMV360F/LZ and pMV360R/LZ is 
shown in Figure 39. 

Plasmids pMH9.4, pMV261/LZ, pMV460/LZ, pMV460/LZ, pMV460/LZ, 
and P MV460/LZ were then transformed into M. smegmatis and BCG to 
test their ability to replicate autonomously or integrate into 
the VL — smegmatis or the BCG chromosome. Transformation with 
PMH9.4, pMV261/LZ, pMV360F/LZ, and pMV360R/LZ yielded kananmycin 
resistant transf ormants of M. smeomatis and BCG. Transf ormants 
of pMV261LZ, pMV360F/LZ, and pMV360R/LZ were shown to express 
coli B-galactosidase by SDS-polyacrylamide gel electrophoresis 
and X-gal assay. Plasmids pMV460F/LZ and pMV460R/LZ failed to 
yield kanamycin resistant transf ormants, thus indicating that 
chromosomal integration of a plasmid carrying sequences mediating 
autonomous replication is lethal to mycobacteria. 

7. Construction of pMV307. 

Plasmid pMV206 was digested with NotI to remove the 
mycobacterial replicon. The resulting 2209 bp fragment, which 
includes the aph (Kan R ) gene, the E. coli replicon and the 
multiple cloning site, was ligated and recircularized to form 
pMV205, the construction of which is schematically depicted in 
Figure 14. 

PCR with primers Xbal-Att/Int and Nhel-Att/Int was then 
performed on a Sal I fragment from pMH9.4, which contains the 
attP site and the L5 integrase gene. The resulting cassette was 
then digested with Xbal and Nhel and a 1769 bp fragment was gel 
purified. pMV205 was then digested with Nhel, and the resulting 
fragment was ligated to the 1989 bp fragment obtained from pMH9.4 
to form pMV307. A schematic of the construction of pMV307 is 
shown in Figure 40. 

8. Construction of pMV261/HIVl-qp 120 . 

An Smal-Clal antigen gene fragment, or cassette, was 
constructed by PCR, and cloned between the Bam HI and Clal 
restriction sites of pMV261 to form pMV261/HIVl-gp 120. 
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Plasmid pMV261/HIVl-gp 120 was transformed into BCG, and the 
presence of the corresponding antigen in BCG was verified by the 
appearance of immunoreactive protein bands in Western blot 
analysis of BCG recombinant lysates. 
9, Construction of pMV361/HIVl- gp 120 

The HIVl-gp 120 antigen gene expression cassette, which 
includes a promoter sequence and an HIVl-gp 120 gene sequence, 
was excised from the pMV261 derivatives with NotI and a second 
restriction enzyme site (Pvu II, Eco RI , Sal I, Cla I or Hind 
III) and cloned into the integrating plasmid pMV307 between the 
NotI site and a second enzyme site (Pvu II, Eco RI, Sal I, Cla I 
or Hind III) to form the plasmid pMV361/HIV-Igpl20 . The backbone 
of this plasmid is shown in Figure 41. 

Plasmid pMV361/HIV-Igpl20 was transformed into BCG and shown 
to express the corresponding antigens by Western blot analysis 
(Figure 42) with the appropriate antigen-specific human sera. 

Example 4 

Cytotoxic T lymphocyte responses to HIV -l-gp 120 

HIV-1 gp 120 was expressed in BCG as a six amino acid fusion 
protein with BCG hsp 60 protein using vector pMV361/HIV-l-gpl20, 
using the hsp 60 promoter to control expression. 

Two groups of mice were inoculated with 1 X 10 6 CFU's of 
recombinant BCG expressing the gp 120 gene from the integrative 
plasmid pMV361/HIV-l-gpl20 . One group received the BCG via 
intraperi tonal injection (100 ul) whereas the other group 
received the BCG by deposition of the dose (10 ul) rubbed into a 
tail scratch. 

CTL activity was measured at various times after 
immunization • CTL activity was measured as follows: 

Two mice from each group were sacrificed at various times 
after immunation, and the spleens were removed. Single cell 
suspensions were made and the red blood cells were lyzed with 
ammonium chloride. The cells were stimulated in vitro for 5 days 
with P815 cells- that were pulsed with peptide P18, a fifteen 
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residue synthetic peptide within HIVl-gp 120. A 4-hour chromium 
(Cr ) release assay was then carried out using untreated P815 
and peptide P18 pulsed P815 cells as targets. Significant 
P18-specific CTL activity was observed in the mice immunized by 
tail scratch 14 weeks after immunization. At 16 weeks, CTL 
activity was observed in both groups of mice. Upon repeat of 
this experiement, CTL activity was observed at time points as 
early as 8 weeks after immunization. 

Example 5 

Recombinant BCG transformed with pMV361/HIVl-gp 120 were 
grown to mid-log phase in Dubos media and concentrated by 
centrifugation. The bacteria were then resuspended in 15% 
glycerol and frozen using a rate contolled freezing apparatus ." 
The bacteria were stored at -70°C until use (referred to as 
"vaccine"). A second preparation grown in the same way was not 
frozen and is referred to as a "fresh" preparation. Prior to 
immunization of animals, the bacteria were resuspended in PBS + 
0.05% Tween 80 to the desired concentration and cup sonicated 
briefly to disperse clumped bacteria. Six week old BALB/c mice 
were inoculated with a single dose of 5 x 10 4 cfu fresh bacteria 
(determined post inoculation) or 1.5 x 10 5 frozen bacteria 
(determined pre-inoculation) by tail scratch (t.s.) injection. 
At 8 weeks post-immunization, splenocytes were harvested from 
animals and CTL activity was measured (described below) . 
Splenocytes from unimmunized animals were used as controls in the 
CTL assays. 

CTL activity was determined as follows: 

Splenocytes (ACK-treated, 5 X 10 6 /ml) wer e stimulated in 
vitro in 10 ml in upright T25 flasks by co-culture for 5 days 
with mitomycin C-treated P815 cells (5 X 10 6 /ml) that were pulsed 
with 250 ug/ml of peptide P18 for one hour. A 4 hr. 51 Cr release 
assay was subsequently performed in triplicate using P815 targets 
with or without pulsing for 1 hour with 250 ug/ml peptide P18. 
Various effector-target ratios were tested using 5000 
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targets/well. Specific lysis was calculated as follows: % 
specific lysis = 100 X [release by effector cells minus 
spontaneous release/maximal release minus spontaneious release] . 
The results are given in Figure 42. 

As shown in Figure 43, both groups of mice showed an 
increased CTL response at 8 weeks after immunization as compared 
with unimmunized mice. 

Example 6 

Recombinant BCG transformed with pMV361/HIVl-gp 120. were 
grown to mid- log phase in Dubos media and concentrated by 
cent rifu gat ion. The bacteria were then resuspended in 15% 
glycerol and frozen using a rate contolled freezing apparatus. 
The bacteria were stored at -70°C until use (referred to as 
"vaccine"). A second preparation grown in the same way was not 
frozen and is referred to as a "fresh" preparation. Prior to 
immunization of animals, the bacteria were resuspended in PBS + 
0.05% Tween 80 to the desired concentration and cup sonicated 
briefly to disperse clumped bacteria. Six week old BALB/c mice 
were inoculated with a single dose of 5 x 10 4 cfu fresh bacteria 
(determined post inoculation) or 1.5 x 10 5 frozen bacteria 
(determined pre-inoculation) by tail scratch (t.s.) injection. 
At 8 weeks post- immunization, splenocytes were harvested from 
animals and CTL activity was measured (described below). 
CTL activity was determined as follows: 

Lymph node cells (5 x 10 6 /ml) were stimulated in vitro in 10 
ml in upright T25 flasks by co-culture for 5 days with mitomycin 
C- treated P815 cells (5 X 10 6 /ml) that were pulsed with 250 ug/ml 
of peptide P18 for one hour. A 4 hr 51 Cr release assay was 
subsequently performed in triplicate using P815 (matched ) or EL4 
(mismatched) targets with or without pulsing for 1 hour with 250 
ug/ml peptide P18. Various effector target ratios were tested 
using 5000 targets/well. Specific lysis was calculated as 
follows: % specific lysis = 100 x [release by effector cells 
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minus spontaneous release/maximal release minus spontaneous 
release] . 

The results of this assay are given in Figure 44. 

As shown in Figure 44, a CTL response to HIV-1 gp 120 using 
lymph node cells was demonstrated following immunization of mice 
with BCG transformed with pMV361/HIV-l gp 120. 

It is to be understood, however, that the scope of the 
present invention is not to be limited to the specific 
embodiments described above. The invention may be practiced 
other than as particularly described and still be within the 
scope of the accompanying claims. 
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WHAT IS CLAIMED IS: 

1. A method of inducing a CTL response in an animal 
comprising: 

administering to an animal mycobacteria transformed 
with at least one DNA sequence which encodes a protein or peptide 
or fragment or derivative thereof which includes an epitope which 
is recognized by cytotoxic T lymphocytes, said mycobacteria being 
administered in an amount effective to induce a CTL response in 
an animal . 

2. The method of Claim 1 wherein said protein or peptide 
or fragment or derivative thereof includes an epitope which is 
recognized by cytotoxic T lymphocytes induced by an HIV protein 
or fragment or derivative thereof. 

3 . The method of Claim 2 wherein said protein or peptide 
or fragment or derivative thereof is an HIV protein or fragment 
or derivative thereof. 

4. The method of Claim 1 wherein the mycobacteria are of 
the species M.bovis -BCG. 

5. A composition for inducing a CTL response in an animal, 
comprising: 

mycobacteria transformed with at least one DNA sequence 
which encodes a protein or peptide or fragment or derivative 
thereof which includes an epitope which is reocognized by 
cytotoxic T lymphocytes, and an acceptable pharmaceutical 
carrier, said mycobacteria being present in an amount effective 
to induce a CTL response in an animal. 

6. The composition of Claim 5 wherein said protein or 
peptide or fragment or derivative thereof includes an epitope 
which is recognised by cytotoxic T lymphocytes induced by an HIV 
protein or fragment or derivative thereof. 

1. The composition of Claim 6 wherein said protein or 
peptide or fragment or derivative thereof is an HIV protein or 
fragment or derivative thereof. 
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8. The composition of Claim 5 wherein said mycobacteria 
are of the species M.bovis -BCG. 
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GCTAGCTXHATATGCTTIGATGCAAATm^^ 

1 + + + + + - 

CGATCXXXMTATACGCAACTA(X7rrAAAGATAOf»GGT^^ 

Bern - M. rep H,m, afc 

CGAGCXIACTATCGACTACXXXiATCATCXICGACT'.A. CACCCCrrcrTfTTrr. A TT 

101 + + + + + 

CXnXXXTTCATAGCTCATCXXXTAG™^ 

TTcrrcrccccraxciGCCTri 

201 + + + + + - 

AACAGACGGAGGGGCGCAACGCAGCXXXIACCfrACXrrcXXKXCCXn 
ATTOGACXXZAATC\ATTCrrGCCXIAGA 

301 - - - - -- -- - + + + + + -- 

TAAOCTOGGITAGTrAAGAACXXXnOTCACACTTACXXXTTTC 

GC^TCIXXXXXliGCGTIGGTCCTGCOCACGGC 

401 + + + + + - • 

CXTTAGAGCXXXTTOGC/VACC^ 

GAATGAATCACXBATACGCCAGCCA^ 

501 + -• + + + • • - - + • - 

eTTACTTAOTCCCTA'l UCUC1 UUCTllK^CTItXXTTC ACKJ ACG ACGTTTTra 

TAAACrrClXXiAAAOGCGGAACSriCAGCCCCCn^ 

601 - + + + + + - - 

ATlTCAGACCITTTXXXXTITCAGra 

CD 

TAACGAAGCGCTCGCATTCACCCTCAGTGATITITCTCIXX <0 

701 + + * + + + " 

ATTGCTIXXXrGACCGTAACTGGGACrCACTrAAAAAGAGACXIAGGGCGGCXr^ 0 

TTCATCATCAGTAACXXXnATCGTGAGCATC ~ 

801 + + + + + - 

AAGTAGTAGTCATTGGCCATAGCACTCnTA OCA G A CA OC AAAGTAGCCATA T 

OCAAACAGGAAAAAAOCGCOCTTAACATGGCCCXX7ITTATCAGAAGCCAGA f_ 

901 - + + + ♦ + • C 

CCTITGTCCnTlTlGGCGGGAATTGTACCGGGCGAAA Y AGTCTTOGGTCT 5 

AGACATCTGTGAATOSCTTCACGACCACXX^^ x 

1001 + + --- + + + • <j 

TCTGTAGACACTTAGCX3AA GTGCTGGTGCGACTTACTCGAAATW^ZCTTTrTG \- 
CACTGVACCTCGAAGCGTCTGGTTGO^ < 

1101 + + + + + ^ 

GTGAGTTGGAAClTCGCACA(XAACGCCIXrGGTAGATCGlTGGTGTGCrr 
GAACTGACTGCTATCGTTGGTAAACCrAGTTTGACCAGCATGT^ 

1301 + -.-- + + + + • 

CTCGACTCAGCATAGCAACCATnGGATCAAACTGGTCXTr^ 

LEm^ IT 

ACGAGAGTCGOCACGGATGCCAGCACAAGCACTACAACCG AGTTCCCCA CX7 

1301 + + + + + -• 

TGCTCTCAOCGGTGCCTACGGTGCTGTrcGTCATGT^ 
CGAAATGCXTITGGTATXXJACXAAGATTrGTAGAACCCXXr 

1401 + + + + + - 
CCTITACCGAA<XATAGCrGGTTCTAAC,CAlX^^ 
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— HarJ L 
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AGATGOCGOCTtXXTTAGCACOGC.^^ 200 

arreAATtxjAAGccGGocc^aritxxTrAAa^Trc^ 
oGAcrrACcrnxxxxxxxxr^ 300 

^ T ^TATOCATXXXX^^ 

OjIUITGTATAGGTAGOCCAGGCG<^ 400 

TCCTTCAGGA<XCGGCrAGGCTGG<X^ 

ACACCAACTCCTGGGttX^TOXUOC^^ 5 °° 
CTTCTGCXiACCTGAGCAACAACATGAATGCTCTTC^ 

AGACGCTGGACTCXTntTITGTACTrACXZAGAACOCAAAG^ 600 
G^TtXX^GGATXXTIXXnX^XTACXXTGTGGAACACCT 

CCHACXSnTXTACXaCGACCGA'^ 700 

CCATAOCGCCACTTGTITACanX^CAACGTIXXAGTA^ 
-------+-----... .+._.._..__ + ___ - - + - + onn 

G<7TATGGCGGT£\ACAAATOGGAGTGTnXAAGGTCAT^^ 

ATTACXIirCCATGAACAGAAATTCCXXXnTACAOGGAGGCiTCAAGTGA 

GTAATTXXXXnA L ' l i G ' lLTlT AAGGGGGAATOTGl^ 900 
CATTAACXXTITCTGGAGAAACTCAACCAGGTGGAC^ 

CTAATTGCGAAGACCTCTITG^GTrc^ 1000 
GAGGACAGTCGCAOGACGAAGTTCTItntXUTC^^ 

CTTXTGTCACiCGTGGTGCITClWG^ 1100 
^TGCGCAACGAACCGCIXIAACXL\AGlAOGCU^^ 

OTACGCG1 TCci^^ 1200 

CXnTCGGTGAGCIX7TCAACGGGGCCTGTAA(XGCAG\^ 
GCAAGOCACTCGACAGTTGCXXCGGACATTCC^ 1300 



TACATCACCACAACCAOCGATIXnXXXXX^ 

ATCTAGTXXntnTTXTITXTAAGAC^ 14 °° 
GTATTCAAAACXXIACXX^ACCAAACACXXIAAOGAGACAGGCATGGCXX! 

ccATAAGTiTixxxnxxxriTGCiTixrra5^^ 1500 



SUBSTITUTE SHEET 



WO 92/21376 



PCI7US92/04538 



ICC4GGAC 



AAACCAGAAAACTACCCTCTAra^ 

1501 - - + + + + + - • 

TTTCXTTCTTTTGATCGCAGATCG^^ 

GAAC^GCGCTTCGATlTJIXXXXrrrCCTITGTGCGCCT^ 
1601 + + --- + + 4.- 

CTIGTGGCCAOCTAACaGCCCAAGCAACACCXX:^^ „ 
eFLPPNDAENEAKQAAEQ ™ 

TOCAGATCCAGCXXXSAAATGTITC^^ j? 
17D1 + + + + + -- 

AGGTCTAOGTCXJKXXnTTACAAACCGGCAAAGGCCXXTr^ 
e LELGFMKATQPWSEGED ~ 

OCCAACTCGCTTKSGTItXnTXXX^ U- 

1831 + + + + + • -r 

CXXTTCAGCGACGCAAGGAOGCGGTCCTCGGCCI^^ ± 

c NESREQAVLKVVHRESL g 

GACXGTCGGCTGCXXXrrTGTAGODGTTXXTrCT 

1501 ♦ * + + + J 

ClXm^GCCGACXXXXAAOVTCGGCAGOGACATXXXXL\GCX; r. 

d < 
eVTPCRWYGDSYGDSVGDS 2 

CTGicciCGca(xxxmxGeGcrGCT(xxxx^ 

2D01 + + + + + 

CACACGACOGGOGGCAOCXXXXAOCACXXrOGAAGGCGCI^^ 
d ISAATRAAAGKR SIASQ 
c HEGGWAS SRGE ALHG VP 



< 

(5 



GCGCGAC J '1 tXJI 'It71 tJATCCAACXXXI^ATCKnXTITXKKX^TGCKXXXXJAC 
2101 + + + + + - 

CGCCCTGAACCAACACTAGGT1XXXX7ITTACGACA 
dRSXTTIWRWISWAIARV 
e AVQNEDLA LEQQRERPG 

GCXnTTCGCGCXntXXACTOGGC^TAGAl^^ 
2201 + + + + + 

OGCAAAGOGCGCACOGTGAGCCGl'ATCTAGCXXXXXTGfXriX^AGGCAGGTG 
d NRARCE AYIARGLGDV 
cRKARPVRCLDRPRTRGR 

ACCTCACGGAATGGAACAGTCCXKIAATTCC 

2301 + + + + + 

TGGAClGCTLTIAGCTTGTCACXSCCriTAAG^ 
d RVSDFLA CNRGLPT PA A 
c QRPR VTR LEARAA DSGG 

CAGCKXXXXTOG^TGTGGCTGAGTGTCrrAGAGATCTC v 

3»i + + + + r* 

CTCGAG<XGGAGCTACACCGACTCACACATCIX7r^ Ll 
dLEAEIESLTYLDEII LWET 
e AR GREPQTELSRLPA MG 
S,a.,l,I C-T PGR MUTAGENOSIS P HVII0-300s 

CIXX3GGT0GOCXyiXX;A£GOaXXX^ 
2501 + + + + + 

GACGCC*GCGGCAGOtXXXXXXXXXHTOCGGA^ 
d RDGDVARRL GEACAAMT 
e QPRRRRRA SPRRRV 

TGAGTCXXXACACTCCGIXnGOGirXXX^^ 

2601 + + + + + - 

ACTCAOGGGTGTGACGCACAOGCACCGGCAACXXXrGCT 

d LAWVAEANGNARNGVIA 
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OXUACCXXXrACGGAA^ 

+ + + + - - + 1600 

<XXHTGCGGGCTCCCTTGGGCXX3GCn^^ 

lTXnTXXXXL*CGCTCTITOCirCCCXXUTAGCCG^ 

+ + + + + 1700 

AAGACGGOCTCOG^GAAAGGACXXCGCTAT^ 

KAAREKRARYGLRKVTD 

XXTTCCntZATAGGCGCGGATXXXrnKXXXXXXJlXZ^ 

< GCAGCACTATCCGOGCCTACGCAACXXX:^^ 

0 D E Y A R I RE RRAA QEAL 

AGTCXXXTIGATItXUGOCXXnTOGGCC^^ 

(J + + + + J5QQ 

— CAGGCCACTAAGCTXXaX^GCCCCCCCX^GT^^ 

u- gtirageaatvrrkkr 

yZ Clt^TAGCAATGOCTCOJIKXnX^CGCC^ 

— - - + - - --- + + + + 2000 

$ GAATATOGTrACGGAGGTACXXUCltXXX^ 

•LLA S MA SA SKARRAV 
X MATGGESVRVKRAACS 
^ GOGCGCACTXUGTGTGGOCTOCTAGACX^CGATCaX7ItX3G^ 

< + + + + + 7100 

5 CGO0CGIGACTCACAaXX;AGCATCTGGIXXTACXXX^GGOGGGTnA 

RAS LTAEYVVI GDAWI 

ACQTEGRLGRDRGG LE 
G-APCR MUTAGENOS IS _ 
VU0-300S IRocE 
CTCGCIXJIXXXK7TAGCGGTCtXXX14CACAU;i LX/l'l XJCACGG CAATTCG 

+ + + " + + 2200 

GAGCOACAG<XX^TCGCCAGCCCCIT7I\7I\^CAGCAAC^ 

ESDPLPGPCVDNCPFEA 
RQGTAT RSVRRQV P IR 

TITCGGGTttXX^GGTAGATCOGCATCAGGGC^^ 

+ + + - + + 2300 

<^C^CCC^CXXCTOCATCTAGGC^ 

XRTP LVIRMLA PRVAWL 

EPDAPLDAEPRSSLGvy 
GTITGTACITWTIUIGCTCAttXXAG 

+ .+.....„_. + OJ00 

GAAACATGC^OCAGAaMCTOCGGTTXXXXXXX^^ 



(J 

,A KYTTQQRWRPPPMWAG 
' QVEDASA LAATAHERR 



0 



C7riTCOCAGGCGATC7rGGOCGG(Jlxl 1 1 IIGG-HLATGAGGCCTOAGTAA 



CAAAGGGTOCGCTACACaXXXXX^AAAACCAGTACltXX^ 

LL EWAIHGPMKTMLG8YS 
NG L RWP RP KQDEP RL L 

ATGOGAGCXXXTTACXXrCCGOGTATIXXKTIT^^ 

ATACGCTOXXG AATGOX3CCXXX*TAAGC^ 2600 
ALPKRRAYETRPVPAN 

GnGGT^AGCGGATCXWACaXXIXXXXXTGAGaxnCCGAGCGCITC 

GCAACcasiLxxxjiAcccnxxxxxxxx^ 7X0 

NPLPNSC R A SL A RLAA 
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1307 Bal |. 



AlwNI 4453 

Nde I 3864' 

Spl I 3217 
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F"l In, Ligole/Recircularize 
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I 
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184 Nar I- 




845 Nco I. 

1071 EcoR I 

1309 Bgl II 
1389 Sal | 
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AlwN | 3808 
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243 Bgl II 
2511 San- 
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2511 Sal I 
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»- Ligate -^-Digest with BamHI a EcoR I 

1 and Isolate 3570 bp fragment 

•Nhe I 4641 W6 BamH I- 
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1071 EcoR I- 

1309 Bgl II- 
1389 Sal I. 
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PCR mutagenesis 
ofEcoRI 1071 



lWh . , .ft/, 146 BamHI 
•Nhe I 4841 , 84Narl . 




FIG. IO 



845 Nco I • 
1071 EcoRI 

1309 Bgl II- 
1389 Sal I- 
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PCR mutagenesis 
of Sail 136 9 



l46BamH I 
184 Nar I: 

Nhe I 4841 



845 Nco 



1309 Bgl II 
1389 Sal I- 

•Aat II 3149 



AlwN I 2687 
•ApaL I 2590 
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Isolate 3360 bp fragment 
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•ApaL I 2590 
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Digest with ApaLI+ Bgl II. 
Isolate 1281 bp fragment 



N l, \ Afx^y 146 BomH I- 
•Nhe I 4841 l84Narl . 



•Aat II 3149 
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Pst I 3960 
^ Pvu II 3957 
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•Xbo I 3938 

II 3928 INhef 
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Not I 3914 
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207 Nru !• 




„ Bel I 4115 
Spl I 4016 
Hpo I 4007 
Sail 3998 
•Cla I 3992 
HinO III 3986 
•EcoR I 3979 
•P»t I 3974 
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•BamH I 3966 
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•Xba I 3953 
•Dra I 3947 
•Bgl II 3942 
•Kpn I 3936 
•Not I 3928 



I Nhel- 



.sput.iol 044 20,1 M *"' W 

<?-■', 122^ D '9«» Mill Bgl II 2797 
•Clal 2om 7 i i9at ' M l«l-Notl Linker 

EcoR I 2068 
•Pst I 2063 
•Pvu II 2060 
•BamH 1 2055 
•Nco I 2051 
Xba I 2042 
•Dra I 2036 
•Bgl II 2031 
Kpnl2025 
•Not 1 2017 
•Mlu 1 2011 



Digest Not I 
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TGGCTTXTGCCAGTGGCGATAAGTCXTITJITTIT^ GAG 

1501- + + •--- + -*--- + ---■- ' * " ' + " 

ACCGACGACGGTCACCGCTATTCAGG^CA 

CACACAGOCCAGCITGGAGCGAACGACCTACAC03AACrGAGATACCTACA 

1601 + + + + + 

GTGTGTOjGGTOGAACCrCGCTrGCrGGATGTCKKTrTC 

AGGTATCOGGTAAGCGGCAGGGTOCGAACAGGAGAGCGCAGGAGGGAGCT CD 

j^jj 4 . + + + + • 0 

TCCATAGGCCATITXXXX;TCGCAC,CCriGTra fl 

TCTCACTTGAGCGTCGAT ITI ' 1 G ' 1 G ATGCTCGTCAGGGGGGCGGAGCCTA 

1801- + + + + + " _ 

AGACTCAACltXXL\GCTAAAAACACTACGAGCAGTCXXXCCGCOXXX;ATA q_ 

GCCTITTGCTCACATG"1'1 t.Tl ' 1 CCTGCGTTATCCCCIG ATrCTGlTX; ATAA 

1901 + + + + + - X 

CGGAAAAGGAGTGTACAAGAAAGGACGCAATAGGGGACTAAGACACXrrATT K 

ACCGAGCGCAACGCGTGGGGCOGCAOGCGrGAGOCCAOCAGCrcCGTAAGr X 

2001 + + + + + - ^ 

TGGCTCGOC?nGCGCACGCCGGCGTGCGCACTOGGGTG^ < 

ACGGGTCTAAGGOGGOCnXTrAOGGCGGCCACAGCGGCTCTCAGCGGCCCG ^ 

2101- + + + + + 

TGCGCAGATTCtXXXXX^CATGGCGGCGGTGTCGCCGAGAGTCGCCGGGC 

TGGGGGTCCTCGGCTCTCCCTCGTCTrCCAC^ 
2201 + + + + ♦ 

... ACCGCCACGAGCCGACAGOGACCACAAGGTGGTXXrrCt?CGAGCTGCCClC 

TGGAGCTCGTGTOGGACCATACACCGGTGATTAATCGTXXTI^^ 
2301 + + + + + . 

ACCTCGAGCACAGCCTGGTATGTCGCCAClAATTAGCA<rCAGATGA7GGTI 

G(XGCTGGCAAGCGAGGATt7IG(ritT:AfXi(^GA'It7rA(TXX7C\AACC(XX'G 

2401 + + + + . 

CGGCGACCGTITXXJIGCTAGAACGAGCTCtXXTAGATGG 

AVCCTGCrGGTCGTGGACXrrAG ACCATXTCAGACGCAGCGCTCCG A GCGCTC <tf 
2501 + + + + + j 

I'lGGACGACCAGCACCTGCATCIXXTTAGGTXTIGCGTCGCGAGGCTCGCGAG A 

CCAAGGGCCAOCCACACGCAGTGTGGGCACTCAACGCCCCrGTrCCACGCA 
2601 - - + + + + + if) 

GGlTG<XGGTGCGTGTGOGTCACAC<XGTGAGTTG€GGGGACAAGGIGCG — 

AGGCC7nCGGCGCCK:CXnx:GAITXXX;AC(XK:AGlTAClGAGG<:CIX'Alx;A 

2701 + + + + + .ry 

TCCGGAAGCCGCGCGGO\GCTACCGCTGGCGTCAATGAGTCCGGAGTAC \J 

CTIUTACACACn^GOCACATCGAGGCCGAGCIXXK^GCGAACATGCCAOC* 

2801 + + + + + • (, 

GAGATGTCTCAGTCGGTGTAGCTOCGGCTCGAGOCGCGCTTGTACGGTGG U ~ 

GGCGGAATTGCGCACTCTTCATTCOGTCAGGTrGTGGGCCTA 

2901 + + + + + - 

CCGCCTTAACXKXnGACAAGCrAAGGCAGfCCAACACCCGGATAGCAGGGC 

CrrCGATCTATGCCGAGTGCCA(:GCV^GA\ACGCCGAAl-nGCGTnCAVCG 

yr\\ + + — + + 

gcgctagatacggcix^cc,gjxxxx:<;ct^^ 
agcatttggogttggatcacaaccaagtcgcgcatttgggcgg 

3101 + -- + + + + 

TCGTAAACXXKIAACCTAGTGTGGTIXIAGCGCGTAAACCCGCCTGOCCTAG 
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< 

d 

6 



< 



d 
6 



x\ 4? 

GATAGTTACCGGATAAGGCGCAGXXX7ITXXXXTC^ 

+ + + + + 1600 

CTATCAATGccCTATirexxxriraxr^ 

GCCTTCAGCAll^AGAAAGCGCCACGCTnXCCAAGGGAGAAACGCGGAC 

+ + + + + 17D0 

KTGCACTCGTAACTCTITCGCGGTGCGAAGCGCi lUJClCl 11 CCGCCTG 
TTXAGGGGGAAACGCXTITXTrATCTITATAG^ 

+ + + + + 1800 

GGTCCCCCTTrrGCGGACCATAGAAATATCAGGACAGCOCAAAGCtXrrcG 

tggaaaaacgccagcaacxxxxxxtitt™ 

+ + + + + 1900 

.ttHTrriXXXGTOGTircGOCXXJAAAAATGCC^ 



I CCGTATTACCGCCnXIAGTGAGCTGATACCGCTCXKXXXL\GCCGAACX> 

t + + + + + 2000 

5> GGCATAAlX3GCXXiAAACIXTACIXX»ACTATGGCGAGCGGOGTCGGCTTGC 



I 

U 

H ITXXXXXX7IXnGTGGCTCCTAC<XGCG^ 

+ + + + + 2100 

AGCCXXKZGACACACCGAGCATCGGCXXrGTAAGTC 

GAAACGTCCTCGAAACXIACGCATGTGTrcCKX^ 

+ * + + + + 2300 

CTTTGCAGGAGClTIXXTnXXrrACACAAGGAGGACCAACCATGTC 
AGOGGGGGAGritrrOCAGTroitXXXnXXX3C^^ 

+ + . + -..-..... + .. + 2100 

IXTKXCCCTCACACGTCAACAOCCCAOCaXXJAG^ 
GCGTGAGCCACGTCGa^CCAATTIt^GCAG^ 

(D O^ACTXXX7IXXLAGCGGCTGCTTAAACTCGTCXL\GA(XG^ 
CX7Itra:(XTAC^XXX:CGGTACAT^ 

GCAG(XGGGATCCCGCCGCCATGTAGCITXX3CTI^^ 3300 
ACX:GOCCCCGGGTTXXL\TCCCCTGCCCAAC^ 

*" + + --- + -- + "- + --.. + 2300 

TCXXTGGGCCOGCAGGCrrAGGCGACGGGTrGCGCTAGCAC^ 
XrCGAATACGCGCCGOnAAGCCCCIXXX^TAC^^ 

TGGCTTATGCGCGOCGCATTOGGCGAGCXrrATGTACOG 

L CCAAAAACCXrCGGCCACATCGCCIXXKJAAACGGAATXXXJTCCACTCAG/VT 

+ + + + + 2800 

IXTl'rrnGGGGCCGGTGTAGOGGACXCITTGCCTrACOGAGGlXlAGTCIA 
GCCGCGCTGGCGTCAGCAGACCACGTACAAAGCGGCTCCGACGCCGCTAG 

+ + + + + 2500 

CGGCGOGA CCGCAGTCGTCTGGTGCATCTTIOXCGAGGCTGCGGCGAIX: 

CCCTCATCCGCATCTACCTGCCGACCCGCA^ 

♦ - ' + ' - - 1+ + + 3000 

GGGAGTACG(XTAGATXX]AOGGCTGGGCCllXXL\CCIXXX7ITK^ 

ACCTIXrrcTCCCGGACCGCrACX:GGA(^GCXJAGGTCCG^^ 

+ + + + + + 3100 

lGCACACAGGGCCTGGtti\TGGCCTGTTXXnrcAGG 

CGTGGTCTACXIAGGCCACACnCAGTGOGCGCX^GTDGGCC^ 

+ + + + +3200 

CACCAGATGCIXXXK7IX7TGAGTCACGCGCGGTCAGCCGGTAGAGCXKXT 
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4 1 w? 



GTCIXX^lGG1Y7rACXnXXACX^CCAGCAGGTITGCX^G<X^nxnTC 
2701- + + + + 

CAGACXTACXIAGATGCAGGTGCTGG1 O/I XJCAAACGOTCGCGACAAC 
dDPNDVDVVLLNALATP 

ATCCCCTCGAGCAGA'l LXil UU.T1 GCCAGCGCCCAGTACGGCAGOCA 
2801 + + + + 

TAGGGGAGCTUCTICIAGCAGCGAAOGGTCGOCGGrcATOCOCnCGGT 
d GELLDDSALPWYPLW 

TAATCACtXXfTGTATCGTOCCACAOGAOCTOCAACrc^ 
sot + + + --- + 

d ATTAGICGCCACATACCAGGCTCTGCItXL^GGTT^ 

TVPTNDSVLE LDSI E S 

TGATGAAACAGCACXXIACAGCCXL^GCACCCCCAACC^ 
3001 ♦ - + + + 

ACTACITItnGGTCGCTXnXXXXriCGritXX^ 
dS S VGA V A S C G W G G TG 

CTXnCC3GGOCXXnACACXKXXKXTrAGAOCCGTTAGACCCOCTXXXXK> 

3101- + + + + 

GAGAOXXXXXXXTGTGOCXXXXSAATCTGGG 



CTCAOCTGGCTTTATCGCGTACX*AATCGGCTGTGTGC^ cQ 

3301. + + + + 

£^GTGGACCGAAATACCGCATGCTrAGCCGACACACGCTGGACAACCXX> 

OGAGGXGCAGGGOCGOGO(XrGGTGTCAACAA<XGGGTC 

jX>h ..-..--. + ...-»..-. + . + + 

GCTCGGCXXmXXXGCGCCMXXXACXCnTG^ ~ 

OCXXXXXUTGAGOOCXXXXTTTACGCT^^ u_ 

3«r + + + + 

GGCGGGCTACTOGGCGC!GGAATCCGA(XGACXX7IXXXXA^ ^ 

AGGCCIXXXXXnTTTTAAGGCTGAATTTGCl'l l/l UllXXJAATCCAACTGG f- 

3501- + + + ♦ ^ - 

TCXXXSAGCGGGAAAAATTOCGACTTAAACCAACAGAGGCITAGGTrc > A 

ACACATGACCAACTTCCATAACGTTCTCXKX^^ x U) 

3601--- + + + + + u — 

TCTGTAClGGTIGAAGCrATIGCAAGAGCCXJAGCTAGACGGA J— 

ACAGCTIGTCTCTAAGCX^ATGCXXXXIAGCAGACAAG < t\ 

3701 + + + + + 2 U 

TGTCC^CACACATlTXXXnACCGCCC^ 



GCGATAGOTGACrGTATACTGGCTrAACTATGCGGCATCAGAGCAGATTT^ 

3801 + + + + + - 

CGCTATCGCCTCACATATCACtXjAATTGATACGCCGTAGTCTCXTItTrAACA 
AGAAAATACOGCATCAGGCGCTCITCXXKnTCCrCGCr^ 

3901- - + + + + + 

TCITTTATGGCGTAGTtXGCX^GAACXXDGAAGGAGCGAGTGACTGAGCXIAC 
TAATACGGTTATCCACAGAATCAGCGGATAACGCAGGAAAGA^ 

4001 + + + ♦ + 

ATTATGCCAATAGG' l U I V I I ACTCCetnATTGOGTC X- ' l TTCn GT ACACTC 

GTITTrcCATAGGCTCXXXXXrCOGTAaJAGCATCA 
4101 + + + + + 

CAAAAAGGTATtXXWGCCCCGGGGACTGCTCCT^^ 

CXXXXTGGAAGCTOCCTCGTGCGCTCnnCCrGTn^ 
4201 + + + + + 

GGCXKACXnTOGAGGGAGCACGCGAGAGGAGAAGGCTGGGAOGGOGAATG< 
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S3 I V7 

AGGGCGCAGCAGCGCGCAOXXXXXXUGCACAG^^ 

32D1 + + ♦ + * ' 

TCXXXKXTTCGTCXXXXXriXXXGC^ 



CGGCTACAGCGAOXXnACAAttXXXIiGCC^ 

3301--- + + + + *' 

GCCGATGrnXCTGOCGATGriTGGCCGriXXKXrr^ 



GTtXTTCtZ)GGCTOGTGGCGCAGGAA(XCAGCGAGTC 

3401 + + + + + 

CAGCAGGCOGACXLVCeCXDtnCCTI^^ 

GGCCGCAAAOGGCCAAACATTTCGGGCrGCATCrGGACACC^^ 10 

3501 + + + " 1111 * + «o 

CCGGCGTITCXXXXnTICTAAAGCCeGAC^ - 

AAAGGOCCACAACGAAGCCGACAATCXIaCOG 0 

3601 + + ** + ♦ — 

TITCCGGGTOntKnTCGGCTGTTAGGTGGCGACAAGAT^ tj - 



♦ * 



X 

C^GGTAAAAGTCCTGGTAGAaXTAGTT^ H 
5701- .-+-----»--- + -- «*-*-*-4-*-"---" 

OriKXUTTrTCACGACCATCflXXXU^ x 

U 

GGGTIXn-AaSAAlUllGGMCtlATAarAAGOCATITCCGCrGAATATCG < 

3801 + + + * 2 

CCCAA GATGCrTAGAACCAGCTATGGTrcGGTAAAGGCGACTTATAGC 

Multiple Cloning Site 

S B 
N Kg 
End M. rep o c pi 

t I n I 

I I II 

TVGTAGtGrtGICGTGGCATCC(nCGCGCCGCCGCGCTACCA(^TCn 

3gni- .-«-«»«•+-•••••-•• + •••••••-- + -- -•----- + "- -- -- -- ' 

AAGiTCACAACAO*CeGTAGGCA(XXX^^ 

S 

Stop Condons p Begin Transcription Terminator 

3 Frames I 
I 

GACGTAGTTAACTAGCGTACGATCGATCGCCAGGCATCAAATAAAACG 

CTXK^TCAATTCATCGCATGCTAGCTGACGGTCCGTAGT^ 
S 

S O. B 

f c c 

i i i FIG. 13c A 

CATCATGGCCXXXX7TGATCA 

4101 - + +4120 

GTAGTACaXXXXXACTAGT 



SUBSTITUTE SHEET 



WO 92/21376 



PCI7US92/04538 



FIG. IS 



< 

o 
*0 



TCQX:GrrcAGCCATGCATGGAGGCATIGCTATG^ 

+ + + + +3300 

GKJCCCAGTCCXTITACGTACCTTXGTAArc^ 



CGTGACCGCCGCCGAAGGCGCTCGAATrACCGGACT^^ 

--- + + + + --+3400 

r^Or^OGGCC^TTOCGCGAGCITAtTIXXXXTGATAGGCriT^^^ 



TG<^CraXXX*2AACGCAT0CGCGCCT^ 

+ + + + + 3S0O 

ACCTCCGGCGCTTGCGTAGGOGCGGAT^ 



0 CTCGGCTATCGGGCGAGGAAAGAGCGTCOCXXIAGAACAGGAAGCXXXJrCA 

77 + + + +3600 

GAGCOGATAGCOXXnXXJ m U l lGCAOGC ^ 

X GGAGCGGGrrcriOXXXXXXTITCXXriXXX^ 

t • + + + + + +3700 

;> CCCTCGCCCACAGOGa:a:CAAGGCACCCCXX^GGCAACXnTGCCCAGCCr 

1 

O GTXnTTGTTXXXnXjTITCGTTGCGCCCGT^ 

- + + -- + + + +3800 

^ C^GAGCAACXX^CAAAGCAACXKXXXXjiAAACTrATGGTCGG 

GGGAGCTCACCGCCAGAATCGGTCGTITnXSGTC 

- + + + + •-• + -• +3900 

XXXTTCGAGTGGCGGIXnTAGCCACCAACACX^CT 

H 
1 

E • B P E n 

DXcN vPc d CS 

rbocm u so I 1 

R o H I IR I I 

I I V I I I II I II 

TAAATCTAGATATCCATGGATCCAGCTGCAGAATTCGAAGCTT 

+ + + + + +4000 

ATTTAGATCTATAGGTACCTAGGTCXJACXnTTITAAG 



AAAGGCTCAGTOGAAAGACKXXKXTTTXXnTTTATCTIXTrT^ 

+ + + + + +4100 

TTCCGAGTCAGCTrTCTCAaXXX;AAAGCAAAATAGACAACAAACAGGCCG 
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Fl O. 
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AAGATAAAAATATATCATCATGAACAATAAAACIXjICTCXnTACAT^ 

+ + + ♦ + 100 

•TTCTATTTTTATATAGTAGTACTIXjTrATITrc^ 

GAGGaXXX^TTAAATTXX^CATWATGCTGATTTATATGGGrrATAA 

+ + + + + 200 

<7IXXXXKDGCTAATITAAGGTTGTACXZTACX;ACTAAATATACOCATATr 

<XX»AAG(XXX^TGCGCCAGAGTIX7ITrcTCAAACATGGCAAAGGTAGC 

+ + + + + 300 

ACCCrrcCXKMTACX3CGGTCnX^CAA^ 
TITATGCCIXnTTTCGACCATCAAGCATTTrATCOGTACTO^ 

+ + + + + 400 

ATAOGGAGAAGGCrGGTAGTICCnAAAATAGGCATGAAGGACrACTAC 

AGAATATCCTCATTCAGGTGAAAATATIXJITGATGOGCIXXX^GTGTr 

+ + + + + 500 

TCITATAGGACTAAGICCACTriTATAACAACTACGOGA^ 

(XXTTATITCGTCTCGCTCAGGOGCAATCAOGAATGAATA^ 

+ + + + + 600 

GCXiCATAAAGCAGAGCGAGTCXXXXnTAG^ 

< TCTGGAAAGAAATGCATAATCTTTTGCCATT^^ 

<D + + + .• + + 700 

GACCCTntnTrACGTATTAGAAAAOGGTAAGAGTGGOCTAAGTCAGC 

0 ATAGGITCTATPGATGTTGGACGAGTCCGAATCCCAGACCGATAOCA 

_ + + + + + 800 

U- TTATCCAACATAACTACAACCTGCTC\GCCTTAGCGTCrGGCT 

GAAACGGCTTITrCAAAAATATGGTATTGATAATCCrGATATGAATA^ 

1 + + + + + 900 

\— TCTTTGCCGAAAAAGTrrrrATACCATAACTATTAGGACTATAC^ 

GGTTGTAAC^CIGGCAGAGCATTAOGCrcACTIX^ 

X + + + + + 1000 

^ CXTAACATrcTGACXXflCTGCTAATGCGACrc 

< COJACAACGCAGACarntXX?KXX^AAGCAAAAGTIt^A^ 

2 + + -- + + +1100 

GGCTCTTCCGTCIGGCAAGGCAGCGTITCCTITrcAA 

GCTGGATGATGGGGCGATTCAGGOCroGTATGAG?ICAGCAACAGCIT 

»«►••••» + •- ••••■•• + •••••«••■ + ••••••••• + *3D0 

CrcACCTACTACCCCGCrA^ 

.GATCAAAGGATCTIUITCAGATCXnTTTITn^ ^ 

ctagHtotjugaagw^ 

GAGCrA(XAACTCTITITOCGAAGGTAACIGGCnX!AG^ 

. + + ....----. + ••••*• - ** + *• • - + 1400 

CTCGATGGTTGAGAAAAAGGCTTCCAT^ 

ACTCTGTAGCACCGCCTACATACCrcGClUIXXTAATtt^ ^ 
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N 

Rrr\p Kan Cwifttr 

I 

GCTAGCCAACAAAGGCGACGT1 Glt/ltTItAAAATCTCTGATCTTACATTGCAC 

1 + + + + + --- 

OGATOGGTTXnTCGCTGCAAC^CAGAGTITrAGAGACTACAATGrAACCGTG 

ACAGTAATAC\AGGGGTGTT^3I^GCCATATTCAACOG 

101 + -•- + + + + .. 

TCHt^TTATGTIXXXXXCAATACTCGGTATAAGT^ 
N 

I 

20! ATCXXXTPCXXXJATAATGrrctXIGCAATt^ 

TACXXXjAGCG CTATT ACAGCXXXTITAGTC^ 

CITGOCAATCATCTITACAGATGAGATtXnCAGACrAAACIT^^ 

301 + + + + + 

CAACGGTTACTACAATCTCTACTCTACCAGTC^ 

CATGGTTACnT^OCACTGOGATOCCOGGGAAAACAr^ 
401. ••.•«-.- + «- . + . . . + . . ....... i. . . . 

GTACCAATGAGTGGTGICGCTACXXXXXXTT^ 

CCTCCGCCGGTIGCATTCGATTCCTGTT^ 

501 + + + + CD 

CXMCDCCGCCAAOOTAAOTAACKUCAAACATrM <o 

GTTGATGOGAGTGATITTGATGACCAGCGTAATGGCTGG 
60 h> * + • - - • + . . . + + + . . 

CAACTACCClTLtCTAAAACTACTGCTaX^T^ o 

70i -^.^l^T^*. 1 ^^ \L 
agtgagtaccactaaagagtgaactattggaataX^aact x 
ggatctygccatcctattxiaactgccitxxtrgacttt^ i— 

ccragaaccgtaggataccttgaccgagtcactcaaaaga^ ^ 

tty^*,~t^tv> 1 ^t^ KAN STOP CONDON x 

TTGCAGTTTC\TTTGATGCTCGATGAGTnTITriAATCAG 5 
1 + + - + + i_ 

AACCTCAAAGTAAACTACGAGCrACTCAAAM < 

TIGTTCAATAAATTCAACTTTTGCTCAGTIG^ 2 
1001- - + + + + 

AACAACTTATITAGCnTCAAAACGACrCAACTrcCTAGTXrrAGTGC 
^AACTGGTCCACCTACAACAAAGCTCTt^^ 

END KAN CASSETTE^ S BEGIN E . RAP 

CCTCACGAC*X*GACCTCACTAGTITXA 

1201 + + + + 4... 

GAAGTGCICOGTCTGGAGTGATCAAGGTGACrcGCAGTCTGGGG^ 

CTItXZAAACAAAAAAACCACCGCTACXrAGCGGTG GT 
1301 + + + + + . . 

GAACXV 1 'I'lXJlTl'l'll'l GGTGGCGATGGTCXXrC^CC\AACAAA(XGCX7rAGTT 

ATACCAAATACTGlCUriUlAGTGTAGCCGTAGTTAGGCCACCACTTCAAGA 
1401 + + + + 

TATGGTTTATGACAGOGAAGATCACATCGGCATCA^ 
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FIG. 22B 

CAGOCGCTGAGAGCCGTCAACGACAGGGCXL\ACGC^ 

GGTOIAGOGACTCTCGGG\CITCCTCTOCCG l °° 

< IXnXTITCACIXKTACX^CKTIXX^TCTGGTGTGAATGCCCCl 

CVJ ••-«---.+. - - • - -«- + -- -- -- -- - + -- •..... — -f-----*.---4. inn 

Og GAGAAGlX5ACGTGGlXX;AGC7ITAGACX^C\CTrACXXKM5AGCAGACAAG 
GGGAIGCGTIGCAACCGCGTATGCCCAGGTCAGAAGAGTCGC^ 

2 + + + + + 300 

U_ TCCCTACGCAACGTTGGCGCATACGGCriXXL\GTO 

5 rarcrcmai^ 400 

> all P core 

X CTCGGCTGCATCCTCTAAGTGGAAAGAAATIGCAGGTCGTA 

O + + -- + + 500 

V- AGAGCCGACGTAGGAGATTCACCll'lUllUAACXnXXLVGCATCTTCGClGC 

< 

2 GAGAGGAGACCTAGITGGCAACGTCCCGGATGGGGATCGCTGA^ 

GCrCTCCTClXMATCAACCGTGCACKrGCCTACCOT 600 
Pa a 

I 

GGTACTACGCGCIGCAGA(XTAOGACAACAAC 

CCATGATGCGCGACGTCTGGATGC' l G 1 ' liJl ' l ^ V ACCTGOGGCTICG^C ?0 ° 
YY A L QT YD NKMDA E A W 

InlsUrt? 

ACCGGGCGAAGAAGGCAGCCGCCAGCGCCATCACGCTGGAGGAGTAC 
+ + + + - + 800 

CClTXXTCGCTTCTrcCGTCGGCGGTCGCGGTAGTGCGACC^ 

DRAKKAA ASAIT LEE Y 

TACAGCGGGCACGOGGAGCGCCGCATCTACCCGCritXTAGGTCAAGTGG ^ 

ATGTCGCCCGTGCGCCTCGCGGOGTAGATGGGCCACXiATCCA 
YSGIIAERRIYPVLGEVA 

GTAGGAAGCACCCCACTCCCCGCCXXXrATGCCTACA^ 

+ + + + + 1000 

ATCCTrcGTGGGCTGACGGGCGGCCGTACGGAT^ 
RKIIPTA RRHA Y N V L R A 

ATCGAGCAGAAGGCAGCCGATGAGCGCGACGTAGAGGCGCTGAOGCCT 
+ + + + + 1100 

TAGCTCGTCTTCCGTCGGCTACTCGCGCTGCATCTCCGCGACTGCGGA 
I EQKAA DER DVEALTP 



CATACATCCTGGCGTGGACGAGCCTCCXXrTTtXXSAGAGCTXjATCGAGC 
+ - + + + + 13D0 

GTATGTAGGACCGCACCItXTCGGAGGCCAAGCCTCTCGACrAGCTCG 
YILAWTSLRFGELIEL 

GOCGTGGCGCTrcCCGCGTGGGGAAG^AGATCCTCGT^ 

+ + + + ---- + ^ 

CGGCACCGCGAAGGGCGCACXTCXTTTCriTCTAGCAGCA^ 

RGAS RVGNKIVVGN AK 
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Fl O. 22A 

j G^ACCACCAAG<XK^CCATXnX7rGClTGG(XXA(XX^ 

CAGCIXKJrcGTTCCCGTGGTAGAGACGAACCCXKTIXX^ 
lQl GCGAGGGTIXXGACCGCTGCAACrCCCGGTCCAACCTTGlGCCGGTCTAT 

CGCTCCXAAGGCTCGCGACGTTGAGGGCCACGTIGGAACA^^ CD 

GCGCAGGGGGGGGGCTCTATTCCTTTGTCAGCATCGAAAGT^ ^ 
201 + + + . + + M 

CGCGTCCGCCXTCCCGAGATAAGGAAACAGTCGTAGCITTCATCGGTCTAG O 
301 TT^^^CTOAAAGAAAAAIXXX:^^^ ^ 

AACGTCrcGGGA*CCTITCT x 

Ndel ~* j_ 

I - 

40 1 tgggtgtc1gccgaccacatatgggccggtcaagataggtttttaccccct ^ 

accacagacggctggtgtatacocggccagtttrratccaaaaaatg^ 1 
501 ™aagccigagagtigcacaggagtixx:aacccggtagocti^ h 

AACTTCGGACTCTCAACCrrGT^ 2 

Bamlll 
I 

AGCGCAGOGCGAGGATCCAAGCCrCATAOGTCAACOCGCAGGACGGI'fflttA 
601 ---------+---------+---------+.......__._ 

TCGOGTCGCCCTCCTAGGTTCGGAGTATGCAGTTGCX^ 

1111 V R 

In I start? 

CGCGGGCGAGAAGCGGCTCATCGAGATGGAGACCTGGACCCCTCCACAGG 
701 + + + + 

CGAGCC^COGCTCTTCGCCGAGTACKTIXTACCIXJIXXJACCTGGGGAGGltTr 
Int LA G E K R L I EMETW T'P PQ 

ACCCGGAAGTIGGCTCGTXKJAGCGCGACCTCGCAGACGGCACCACfGGATCTG 
801 - - + -. + + + + . 

TGGGCCTTCAa^^GCACCTCXXXXTIXlGAGCGTC^ 
TRKWLVERDLADGTRDL 
CGGTCACAGAGL\TG ACXXrCAGCTCTliK; 1 GCGTGCGTGGTnGGCCGGGATGG 

W1 + + + + 

GCCAGTGTCTCTACTGOGGTCGAGACCACGCACGCACCACCCGGCCCTACCC 
VTEMTPA LVRAWWAG MG 

CGTGATGAACACAGCGGTCXSAGGACAAGCTGATCXXrAGAGAACCCGTGCCGG 
iOOl + + + + + ._ 

CCACTACTTGTGTCGCCAGCTXXTGTTCGACTAGCCTCT 

VMNTA VEDKLIAENPCR 

BgHI 
I 

GAGGAGCTGGACATCGTCGCCGCntJAGATCTIXXJAGCACTACCGGATCGCGG 
1101 + + + + + . . 

ctcctcg acctgta gc a gcggcga ctctag aagctcgtg atogccta gcgcc 
eeldivaaeifeiiyriaa 

tixxxx:gcaaggacatcgtggacgacggcatgacgatgaagctccgggtgc 

1201 + + + + + . 

aagcggcgttcctgtagcacctgctgccgtactgctacttcgaggcccacg 
r rkd i vdd gmt m k l r v r 
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